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48 Human Secreted Proteins 

Field of the Invention 

This invention relates to newly identified polynucleotides and the 
polypeptides encoded by these polynucleotides, uses of such polynucleotides and 
polypeptides, and their production. 

Background of the Invention 

Unlike bacterium, which exist as a single compartment surrounded by a 
membrane, human cells and other eucaryotes are subdivided by membranes into many 
functionally distinct compartments. Each membrane-bounded compartment, or 
organelle, contains different proteins essential for the function of the organelle. The 
cell uses "sorting signals," which are amino acid motifs located within the protein, to 
target proteins to particular cellular organelles. 

One type of sorting signal, called a signal sequence, a signal peptide, or a 
leader sequence, directs a class of proteins to an organelle called the endoplasmic 
reticulum (ER). The ER separates the membrane-bounded proteins from all other 
types of proteins. Once localized to the ER, both groups of proteins can be further 
directed to another organelle called the Golgi apparatus. Here, the Golgi distributes 
the proteins to vesicles, including secretory vesicles, the cell membrane, lysosomcs, 
and the other organelles. 

Proteins targeted to the ER by a signal sequence can be released into the 
extracellular space as a secreted protein. For example, vesicles containing secreted 
proteins can fuse with the cell membrane and release their contents into the 
extracellular space - a process called exocytosis. Exocytosis can occur constitutively 
or after receipt of a triggering signal. In the latter case, the proteins are stored in 
secretory vesicles (or secretory granules) until exocytosis is triggered. Similarly, 
proteins residing on the cell membrane can also be secreted into the extracellular 
space by proteolytic cleavage of a "linker" holding the protein to the membrane. 

Despite the great progress made in recent years, only a small number of genes 
encoding human secreted proteins have been identified. These secreted proteins 
include the commercially valuable human insulin, interferon, Factor VIII, human 



WO 00/57903 



2 



PCT/US00/07525 



growth hormone, tissue plasminogen activator, and erythropoeitin. Thus, in light of 
the pervasive role of secreted proteins in human physiology, a need exists for 
identifying and characterizing novel human secreted proteins and the genes that 
encode them. This knowledge will allow one to detect, to treat, and to prevent 
5 medical diseases, disorders, and/or conditions by using secreted proteins or the genes 
that encode them. 

Summary of the Invention 

The present invention relates to novel polynucleotides and the encoded 
10 polypeptides. Moreover, the present invention relates to vectors, host cells, 

antibodies, and recombinant and synthetic methods for producing the polypeptides 
and polynucleotides. Also provided are diagnostic methods for detecting diseases, 
disorders, and/or conditions related to the polypeptides and polynucleotides, and 
therapeutic methods for treating such diseases, disorders, and/or conditions. The 
invention further relates to screening methods for identifying binding partners of the 
polypeptides. 



15 



20 



Detailed Description 

Definitions 

The following definitions are provided to facilitate understanding of certain 
terms used throughout this specification. 

In the present invention, "isolated" refers to material removed from its original 
environment (e.g., the natural environment if it is naturally occurring), and thus is 
altered "by the hand of man" from its natural state. For example, an isolated 
25 polynucleotide could be part of a vector or a composition of matter, or could be 
contained within a cell, and still be "isolated" because that vector, composition of 
matter, or particular cell is not the original environment of the polynucleotide. The 
term "isolated" does not refer to genomic or cDNA libraries, whole cell total or 
mRNA preparations, genomic DNA preparations (including those separated by 
30 electrophoresis and transfeired onto blots), sheared whole cell genomic DNA 
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preparations or other compositions where the art demonstrates no distinguishing 
features of the polynucleotide/sequences of the present invention. 

In the present invention, a "secreted" protein refers to those proteins capable 
5 of being directed to the ER. secretory vesicles, or the extracellular space as a result of 
a signal sequence, as well as those proteins released into the extracellular space 
without necessarily containing a signal sequence. If the secreted protein is released 
into the extracellular space, the secreted protein can undergo extracellular processing 
to produce a "mature" protein. Release into the extracellular space can occur by many 
10 mechanisms, including exocytosis and proteolytic cleavage. 

In specific embodiments, the polynucleotides of the invention are at least 15 
at least 30, at least 50, at least 100, at least 125, a, leas. 500, or at least 1000 
continuous nucleotides but are less than or equal to 300 kb, 200 kb. 100 kb, 50 kb 15 
kb, 10 kb, 7.5 kb, 5 kb. 2.5 kb, 2.0 kb, or 1 kb, in length. In a further embodiment 
15 polynucleotides of the invention comprise a portion of the coding sequences, as 
disclosed herein, but do not comprise all or a portion of any intron. In another 
embodiment, the polynucleotides comprising coding sequences do not contain codin* 
sequences of a genomic flanking gene (i.e., 5' or 3 ■ to the gene of interest in the 
genome). In other embodiments, the polynucleotides of the invention do not contain 
20 the coding sequence of more than 1000, 500, 250. 100. 50, 25, 20. 15, 10, 5, 4, 3, 2, or 
1 genomic flanking gene(s). 

As used herein, a "polynucleotide" refers to a molecule having a nucleic acid 
sequence contained in SEQ ID NO.X or the cDNA contained within the clone 
deposited with the ATCC. For example, the polynucleotide can contain the 

25 nucleotide sequence of the full length cDNA sequence, including the S and 3" 

untranslated sequences, the coding region, with or without the signal sequence, the 
secreted protein coding region, as well as fragments, epitopes, domains, and variants 
of the nucleic acid sequence. Moreover, as used herein, a "polypeptide" refers to a 
molecule having the translated amino acid sequence generated from the 

30 polynucleotide as broadly defined. 
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In the present invention, the full length sequence identified as SEQ ID NO:X 
was often generated by overlapping sequences contained in multiple clones (contig 
analysis). A representative clone containing all or most of the sequence for SEQ ID 
NO:X was deposited with the American Type Culture Collection ("ATCC"). As 
5 shown in Table 1 , each clone is identified by a cDNA Clone ID (Identifier) and the 
ATCC Deposit Number. The ATCC is located at 10801 University Boulevard, 
Manassas, Virginia 201 10-2209, USA. The ATCC deposit was made pursuant to the 
terms of the Budapest Treaty on the international recognition of the deposit of 
microorganisms for purposes of patent procedure. 

A "polynucleotide" of the present invention also includes those 
polynucleotides capable of hybridizing, under stringent hybridization conditions, to 
sequences contained in SEQ ID NO:X, the complement thereof, or the cDN A within 
the clone deposited with the ATCC. "Stringent hybridization conditions" refers to an 
overnight incubation at 42 degree C in a solution comprising 50% formamide, 5x SSC 
(750 mM NaCl, 75 mM trisodium citrate), 50 mM sodium phosphate (pH 7.6), 5x 
Denhardt's solution, 10% dextran sulfate, and 20 \xg/ml denatured, sheared salmon 
sperm DNA, followed by washing the filters in 0. lx SSC at about 65 degree C. 

Also contemplated are nucleic acid molecules that hybridize to the 
polynucleotides of the present invention at lower stringency hybridization conditions. 
Changes in the stringency of hybridization and signal detection are primarily 
accomplished through the manipulation of formamide concentration (lower 
percentages of formamide result in lowered stringency); salt conditions, or 
temperature. For example, lower stringency conditions include an overnight 
incubation at 37 degree C in a solution comprising 6X SSPE (20X SSPE = 3M NaCI; 
0.2M NaH 2 P0 4 ; 0.02M EDTA, pH 7.4), 0.5% SDS, 30% formamide, 100 ug/ml 
salmon sperm blocking DNA; followed by washes at 50 degree C with 1XSSPE, 
0.1% SDS. In addition, to achieve even lower stringency, washes performed 
following stringent hybridization can be done at higher salt concentrations (e.g. 5X 
SSC). 

Note that variations in the above conditions may be accomplished through the 
inclusion and/or substitution of alternate blocking reagents used to suppress 



WO 00/57903 



PCT/US00/07S25 



5 



10 



15 



background in hybridization experiments. Typical blocking reagents include 
Denhardfs reagent, BLOTTO, heparin, denatured salmon sperm DNA, and 
commercially available proprietary formulations. The inclusion of specific blocking 
reagents may require modification of the hybridization conditions described above, 
due to problems with compatibility. 

Of course, a polynucleotide which hybridizes only to polyA+ sequences (such 
as any 3' terminal polyA+ tract of a cDNA shown in the sequence listing), or to a 
complementary stretch of T (or U) residues, would not be included in the definition of 
"polynucleotide," since such a polynucleotide would hybridize to any nucleic acid 
molecule containing a poly (A) stretch or the complement thereof (e.g., practically 
any double-stranded cDNA clone generated using oligo dT as a primer). 

The polynucleotide of the present invention can be composed of any 
polyribonucleotide or polydeoxribonucleotide, which may be unmodified RNA or 
DNA or modified RNA or DNA. For example, polynucleotides can be composed of 
single- and double-stranded DNA, DNA that is a mixture of single- and double- 
stranded regions, single- and double-stranded RNA, and RNA that is mixture of 
single- and double-stranded regions, hybrid molecules comprising DNA and RNA 
that may be single-stranded or, more typically, double-stranded or a mixture of single- 
and double-stranded regions. In addition, the polynucleotide can be composed of 
triple-stranded regions comprising RNA or DNA or both RNA and DNA. A 
polynucleotide may also contain one or more modified bases or DNA or RNA 
backbones modified for stability or for other reasons. "Modified" bases include, for 
example, tritylated bases and unusual bases such as inosinc. A variety of 
modifications can be made to DNA and RNA; thus, "polynucleotide" embraces 
25 chemically, enzymatically, or metabolically modified forms. 

The polypeptide of the present invention can be composed of amino acids 
joined to each other by peptide bonds or modified peptide bonds, i.e., peptide 
isosteres, and may contain amino acids other than the 20 gene-encoded amino acids. 
The polypeptides may be modified by either natural processes, such as 
posttranslational processing, or by chemical modification techniques which are well 
known in the art. Such modifications are well described in basic texts and in more 
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detailed monographs, as well as in a voluminous research literature. Modifications 
can occur anywhere in a polypeptide, including the peptide backbone, the amino acid 
side-chains and the amino or carboxyl termini. It will be appreciated that the same 
type of modification may be present in the same or varying degrees at several sites in 
a given polypeptide. Also, a given polypeptide may contain many types of 
modifications. Polypeptides may be branched , for example, as a result of 
ubiquitination, and they may be cyclic, with or without branching. Cyclic, branched, 
and branched cyclic polypeptides may result from posttranslation natural processes or 
may be made by synthetic methods. Modifications include acetylation, acylation, 
ADP-ribosylation, amidation, covalent attachment of flavin, covalent attachment of a 
heme moiety, covalent attachment of a nucleotide or nucleotide derivative, covalent 
attachment of a lipid or lipid derivative, covalent attachment of phosphotidylinositol, 
cross-linking, cyclization, disulfide bond formation, demethylation, formation of 
covalent cross-links, formation of cysteine, formation of pyroglutamate, formylation, 
15 gamma-carboxylation, glycosylation, GPI anchor formation, hydroxylation, 

iodination, methylation, myristoylation, oxidation, pegylation, proteolytic processing, 
phosphorylation, prenylation, racemization, selenoylation, sulfation, transfer-RNA 
mediated addition of amino acids to proteins such as arginylation. and ubiquitination. 
(See, for instance, PROTEINS - STRUCTURE AND MOLECULAR PROPERTIES, 
20 2nd Ed., T. E. Creighton, W. H. Freeman and Company, New York (1993): 

POSTTRANSLATIONAL COVALENT MODIFICATION OF PROTEINS, B. C. 
Johnson, Ed., Academic Press, New York, pgs. 1-12 (1983); Seifteret al., Meth 
Enzymol 182:626-646 (1990); Rattan et al., Ann NY Acad Sci 663:48-62 (1992).) 

"SEQ ID NO:X" refers to a polynucleotide sequence while "SEQ ID NO:Y" 
refers to a polypeptide sequence, both sequences identified by an integer specified in 



25 



Table 1. 



"A polypeptide having biological activity" refers to polypeptides exhibiting 
activity similar, but not necessarily identical to, an activity of a polypeptide of the 
present invention, including mature forms, as measured in a particular biological 
30 assay, with or without dose dependency. In the case where dose dependency does 
exist, it need not be identical to that of the polypeptide, but rather substantially similar 
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to the dose-dependence in a given activity as compared to the polypeptide of the 
present invention (i.e., the candidate polypeptide will exhibit greater activity or not 
more than about 25-fold less and, preferably, not more than about tenfold less 
activity, and most preferably, not more than about three-fold less activity relative to 
the polypeptide of the present invention.) 

Many proteins (and translated DNA sequences) contain regions where the 
amino acid composition is highly biased toward a small subset of the available 
residues. For example, membrane spanning domains and signal peptides (which are 
also membrane spanning) typically contain long stretches where Leucine (L), Valine 
(V), Alanine (A), and Isoleucine (I) predominate. Poly-Adenosine tracts (polyA) at 
the end of cDNAs appear in forward translations as poly-Lysine (poly-K) and poly- 
Phenylalanine (poly-F) when the reverse complement is translated. These regions are 
often referred to as "low complexity" regions. 

Such regions can cause database similarity search programs such as BLAST to 
find high-scoring sequence matches that do not imply true homology. The problem is 
exacerbated by the fact that most weight matrices (used to score the alignments 
generated by BLAST) give a match between any of a group of hydrophobic amino 
acids (L,V and I) that are commonly found in certain low complexity regions almost 
as high a score as for exact matches. 

In order to compensate for this, BLASTX.2 (version 2.0a5MP-WashU) 
employs two filters ("seg" and "xnu") which "mask" the low complexity regions in a 
particular sequence. These filters parse the sequence for such regions, and create a 
new sequence in which the amino acids in the low complexity region have been 
replaced with the character "X". This is then used as the input sequence (sometimes 
referred to herein as "Query" and/or "Q") to the BLASTX program. While this 
regime helps to ensure that high-scoring matches represent true homology, there is a 
negative consequence in that the BLASTX program uses the query sequence that has 
been masked by the filters to draw alignments. 

Thus, a stretch of "X"s in an alignment shown in the following application 
does not necessarily indicate that either the underlying DNA sequence or the 
translated protein sequence is unknown or uncertain. Nor is the presence of such 
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stretches meant to indicate that the sequence is identical or not identical to the 
sequence disclosed in the alignment of the present invention. Such stretches may 
simply indicate that the BLASTX program masked amino acids in that region due to 
the detection of a low complexity region, as defined above. In all cases, the reference 
sequence(s) (sometimes referred to herein as "Subject", "Sbjct", and/or "S") indicated 
in the specification, sequence table (Table 1), and/or the deposited clone is (are) the 
definitive embodiment(s) of the present invention, and should not be construed as 
limiting the present invention to the partial sequence shown in an alignment, unless 
specifically noted otherwise herein. 

Polynucleotides and P olypeptides of the Invention 

FEATURES OF PROTEIN ENCODED BY GENE NO: 1 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the Sequence 
accessible through the following database accession no. gill 196433 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "unknown protein [Homo sapiensj." A partial alignment demonstrating the 
observed homology is shown immediately below. 



>gi|ll96433 unknown protein (Homo sapiens] >sp|Q14288 |Q14288 HYPOTHETICAL 
PROTEIN (FRAGMENT) . 
Length =641 

Minus Strand HSPs : 

Score =743 (261.5 bits), Expect = 6.6e-115. Sum P(3) = 6.6e-lIS 
Identities = 170/327 (51%), Positives = 218/327 (66%), Frame = -1 



1236 SMYKNQ*HFYTPITSKLESQMKNTILFTIAIKKTKYLEIHLTKEVKDLYKEN«ETLLKEI 1057 
inn ™J^„ YT + ESQ+ + + mA K+ KY " 1 LT++VKDL+KEN ♦ LLKEI 
100 NVQKSQAFLYTN-NRQTESOIMSELPFTIASKRIKYLGIQLTRDVKDLFKENYKPLLKEI 158 

1056 TDDTDKWKNIPCSWITRINIVKMAILLKAIYRFNVIPIK'PVSFFTELEKTILKFIWNOK 877 
i«q ^^^ <KNIPCSW+ RINIVKMAIL K IPIK P++FFTELEKT LKFIWNQK 

159 KEDTNKWKNI PCSWVGRINIVKMAILPKVI YRFNAI PIKLPMTFFTELEKTTLKFIWNQK 218 

876 RTQITKAIPSKKNKAEASHY--LTLYYTIKLQ*PKQHGTGTKADKQTKGTELRTOK*SCT 703 
R +1 K+I S+KNKA LYY + + + »q» rt+ 

219 RARIAKSILSQKNKAGGITLPDFKLYYKATVTKTAWYWYQNRDIDQWN RTEPSEIM 274 

702 PTATCSLT--KSTKNRQWGKDSLFSKWC*DSWLAICKRMKQRFILW*KDPYLSPYTKINS 529 

P L K KN+QWGKDSLF+KWC ++WLAIC+++K DP+L+PYTKINS 
275 PHIYNYLIFDKPEKNKQWGKDSLFNKWCWENWLAICRKLKL DPFLTPYTKINS 327 
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528 RWIKYLSVRPQTIRILQENLGNTILDIGSGKEFMTKCXXXXXXXXXXXXXXXXXELLHYK 349 

RWIK LtVRP+TH- L+ENLG TI DIG GK+FM+K +L+ * K 

328 RWIKDLNVRPKTIKTLEENLGITIEDIGVGKDFMSK TPKAMATKAKIDKWDLIKLK 383 



Q: 348 RNFQWSKQTTYKI- EKMFANYASDKGLTSRIY 256 

+F +K+TT ++ EK+FA Y+SDKGL SRIY 

S: 384 -SFCTAKETTIRVNRQPTTWEKIFATYSSDKGLISRIY 420 



The segment of gill 196433 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 107. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 108 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
15 of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Anergic T-cell; Human Microvascular Endothelial Cells, fract. A. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:l 1 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every relatpd sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1 61 2 of SEQ ID NO: 1 1 , b is an integer of 1 5 to 1 626, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO: 1 1 , and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 2 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gi!15728l9 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "similar to the RAS gene family [Caenorhabditis elegans]." A partial alignment 
demonstrating the observed homology is shown immediately below. 



>gi|1572819 similar to the RAS gene family (Caenorhabditis elegans) 
Length =625 
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Plus Strand HSPs: 

Score = 540 (190.1 bits). Expect = 8.5e-lll, Sum P(3) = 8.5e-lll 
3 Identities = 119/286 (41%). Positives = 172/286 (60%), Frame = + 2 

Q: 728 LFIQRGRHETTWTILRRFGYSDAI^TADYLSPLIHVPPGCSTELNHLGYQFVQRVTEKH 907 
LF I + RGRHETTW +LR+FGY +L+L+ DYL P I +P GCSTEL+ G QFV +FEK+ 
jq S: 261 ^FI ERGRHETTWAVLRKFGYETSLKLSEDYLYPRITI PVGCSTELSPEGVQFVSALFEKY 320 

Q: 908 DQDRDGALS PVELQSLFSVFPAAPWGPELPRTVRT -EAGRLPLHGYLCQWTLVTYLDVRS 1084 

D+D+DG LSP ELQ+LFSV P ♦ + T + G L +GY+ W ~ 

S: 321 " " 



i^u+ia, i^r tu^+LFSV P + + T + G L +GY+ W t T + + + 

DEDKDGCLS PS ELQNL F S VC P VPVI TKDNI LAL ETNQRGWLT YNG YMA YV7NMTTL I NLTQ 380 

15 Q: 1085 CLGHLGYLGYPT-LCEQDQA HAITVTREKRLD0EKGQTQRXXLLCKWGARGVGK3 1249 

L YLG+P +A +1 VTRE++ D E T R C WGA+ GK 

TFEQIAYLGFPVGRSGPGRAGNTLDSIRVTRERKKDLENHGTDRKVFOCLWGAKDAGK 1 



20 



25 



L YLG+P +A +1 VTRE++ D E T R C WGA+ GK+ 

S: . 381 TFEQIAYLGFPVGRSGPGRAGNTLDSIRVTRERKKDLENHGTDRKVFOCLWGAKDAGKT 440 

Q: 1250 aflqafu3rgu;h--qdtreoppgyaiotvowgqekyliu:evgt^ 1411 

GRG+ *Q- r p + I+ V+ V + KYL+L EV D L S + 

S: 441 VTOQSIAGRGMADVAQIGRRHSP-FVINRVRVKEESKYLLLREVDVLSPODAL-'GSGET 497 

Q: 1412 TCDVACLMFDGSDPKSFAHCASVYKHHYMDGQTPCLFVSSKADLPEVSR 1558 

+ DV ++D S+P SFA CA+VY+ +r +TPC+ + + EV - 
S: 498 SADWAFLYDISNPDSFAFCATVYQKYFYRTKTPCVMIATKVEREEVDQ 546 



The segment of gill 5728 19 that is shown as "S" above is set out in the sequence 
listing as SEQIDNO. 109. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
30 sequence set out in the sequence listing as SEQ ID NO. 1 10 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Primary Dendritic Cells, lib I ; Soares. infant brain 1NIB and to a 
35 lesser extent in breast lymph node CDNA library; Soarcs_prcgnant_uterus_NbHPU; Human 
adult testis, large s; Human Synovial Sarcoma; Healing groin wound, 7.5 hours post incision; 
Colon Normal II; Human Testes Tumor; Human Cerebellum; Soares ovary tumor NbHOT; 
Human Tonsils, lib I; Human Pituitary, subtracted; Human Neutrophils, Activated, re- 
excision; Smooth Muscle Serum Treated, Norm; Human Primary Breast Cancer; Human 
40 Soleus; B Cell lymphoma; Alzheimers, spongy change; Human Osteoclastoma Stromal Cells 
- unamplified; Human Whole Brain #2 - Oligo dT > 1 .5Kb; Salivary Gland, Lib 2; Healing 
groin wound, 6.5 hours post incision; Fetal Liver, subtraction 11; Breast Cancer Cell line, 
angiogenic; Soares _pineal_gland_N3HPG; Human Brain, Striatum; Human Uterine Cancer; 
Human Pancreas Tumor, Soares adult brain N2b5HB55Y; Resting T-Cell LibraryJI; H. 
45 Frontal cortex,epileptic !r e-excision; Human Eosinophils; Early Stage Human Brain; Human 
Neutrophil, Activated; Human Adult Pulmonary, re-excision; Colon Normal HI; Human 
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Microvascular Endothelial Cells, fract. A; Bone Marrow Cell Line (RS4, 1 1 ); T cell helper II; 
Soares fetal liver spleen 1NFLS; Soares_pineal_gland_N3HPG and Stratagcnc corneal stroma 
(#937222). 

The tissue distribution in immune cells indicates the polynucleotides and 
polypeptides corresponding to this gene would be useful for the diagnosis and 
treatment of a variety of immune system disorders. Representative uses are described 
in the "Immune Activity" and "Infectious Disease" sections below, in Example 1 1, 
13, 14. 16, 18, 19, 20, and 27, and elsewhere herein. Briefly, the expression indicates 
a role in regulating the proliferation: survival; differentiation; and/or activation of 
hematopoietic cell lineages, including blood stem cells. Involvement in the regulation 
of cytokine production, antigen presentation, or other processes suggests a usefulness 
for treatment of cancer (e.g. by boosting immune responses). Expression in cells of 
lymphoid origin, indicates the natural gene product would be involved in immune 
functions. Therefore it would also be useful as an agent for immunological disorders 
including arthritis, asthma, immunodeficiency diseases such as AIDS, leukemia, 
rheumatoid arthritis, granulomatous disease, inflammatory bowel disease, sepsis, 
acne, neutropenia, neutrophilia, psoriasis, hypersensitivities, such as T-cell mediated 
cytotoxicity; immune rcactions'to transplanted organs and tissues, such as host- 
versus-graft and graft-versus-host diseases, or autoimmunity disorders, such as 
autoimmune infertility, lense tissue injury, demyelination. systemic lupus 
erythematous, drug induced hemolytic anemia, rheumatoid arthritis, Sjogren's 
disease, and scleroderma. Moreover, the protein may represent a secreted factor that 
influences the differentiation or behavior of other blood cells, or that recruits 
hematopoietic cells to sites of injury. Thus, this gene product is thought to be useful 
in the expansion of stem cells and committed progenitors of various blood lineages, 
and in the differentiation and/or proliferation of various cell types. Furthermore, the 
protein may also be used to determine biological activity, raise antibodies, as tissue 
markers, to isolate cognate ligands or receptors, to identify agents that modulate their 
interactions, in addition to its use as a nutritional supplement. Protein, as well as, 
antibodies directed against the protein may show utility as a tumor marker and/or 
immunotherapy targets for the above listed tissues. 
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Many polynucleotide sequences, such as EST sequences, are publicly 
available and accessible through sequence databases. Some of these sequences arc 
related to SEQ ID NO: 12 and may have been publicly available prior to conception of 
the present invention. Preferably, such related polynucleotides are specifically 
5 excluded from the scope of the present invention. To list every related sequence 
would be cumbersome. Accordingly, preferably excluded from the present invention 
are one or more polynucleotides comprising a nucleotide sequence described by the 
general formula of a-b, where a is any integer between 1 to 2383 of SEQ ID NO: 12, b 
is an integer of 15 to 2397, where both a and b correspond to the positions of 
10 nucleotide residues shown in SEQ ID NO: 12, and where b is greater than or equal to a 
+ 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 3 

It has been discovered that this gene is expressed primarily in the following 
15 tissues/cDNA libraries: Scares fetal liver spleen 1NFLS and to a lesser extent in Salivary 
Gland, Lib 2; Soares ovary tumor NbHOT; Pancreas Islet Cell Tumor; Osteoblasts; 
Soares JetalJicart_NbHH 1 9W; SoaresJetaIJi vcr_splccn_ 1 NFLS_S 1 ; 
Soares_senesccnt_fibroblasts_NbHSF; Human Thymus Tumor; 

Soares_multiple._sclerosis_2NbHMSP; Weizmann Olfactory Epithelium; prostate-edited; 
Human Fetal Spleen; Smooth muscle, control, re-excision; H. Whole Brain #2, re-excision: H 
Female Bladder, Adult; Healing groin wound, 7.5 hours post incision; Human Fetal 
Epithelium (Skin); H. Kidney Cortex, subtracted; Healing groin wound, 6.5 hours post 
incision; Breast Cancer Cell line, angiogenic; Human Brain, Striatum; Human Fetal Dura 
Mater, Ulcerative Colitis; Hepatocellular Tumor, re -excision; Stratagene liver (#937224): 
Human Gall Bladder; SoaresJetalJieart_NbHH19W; H. Frontal cortex,epileptic,re-excision; 
Brain frontal cortex; Human Fetal Lung III and Human Microvascular Endothelial Cells, 
fract. A. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 61 as 
residues: G)n-25 to Arg-31. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO: 13 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
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present invenlion. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 800 of SEQ ID NO: 1 3, b is an integer of 1 5 to 8 14, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO: 1 3, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 4 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares_pregnant_utenjs_NbHPU and to a lesser extent in LNCAP 
prostate cell line; Human Stomach,re-excision; Soarcs_parathyroid_tumor_NbHPA; Nine 
Week Old Early Stage Human; 12 Week Old Early Stage Human, II; Early Stage Human 
Brain; Human Microvascular Endothelial Cells, fract. A; Soares_pineal_gland_N3HPG and 
Smooth muscle.control. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO: 14 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 627 of SEQ ID NO: 14, b is an integer of 15 to 641 , where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO: 14, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 5 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gnllPIDIel 2663 15 (all information 
available through the recited accession number is incorporated herein by reference) which is 
described therein as "membrane glycoprotein g P 36 [Homo sapiens]." A partial alignment 
demonstrating the observed homology is shown immediately below. 

>9ni|P 1D |el26631S (AJ22S022. membrane glycoprotein gp36 (Homo sapiens) 
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Length =162 
Plus Strand HSPs: 



Score = 665 (234.1 bits), Expect = 1.0e-64, P = 1.0e-64 
Identities = 137/159 (86%), Positives = 137/159 (86%). Frame = +1 

193 MWKVSALLFVLGSASLV/VIJ^GASTGQPEDDTETTGLEGGVA^ 372 
MWKVSALLFVLGSASLVA/1AEGASTGOPEDDTETTGLEGGVAMPG 
1 MWKVS ALLFVLGS AS LWV1JVEGASTGO PEDDTETTGLEGG VAMPGAE DDVVT PGT S EDRY 60 

373 



- KSGL ™ V ATSVNSVTGIRIEDLPTSESTVHAQEQSPSATASNVATSHSTEKVIW 552 

KSGLTTLVATSVNSVTGIRIEDLPTSESTV11AQEQSPSATASWATSHSTEKVTX3DTQTT 
61 KSGLTTLVATSVNSVTGIRIEDLPTSESTVHAQEQSPSATASWATSKSTEKVDGDTQTT 120 



)TT 552 



553 VEKDGLSTVTXXXXXXXXXXXXXXXXXXXXXXKRKMSGR 669 

VEKDGLSTVT MRKMSGR 
121 VEKDGLSTVTLVGI I VGVLLAIGFIGGI I VWKRKMSGR 159 



20 The segment of gnllPIDIe 12663 15 that is shown as "S" above is set out in the 

sequence listing as SEQ ID NO. 111. Based on the structural similarity these homologous 
polypeptides are expected to share at least some biological activities. Such activities are 
known in the art, some of which are described elsewhere herein. Assays for determining such 
activities are also known in the art, some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 1 12 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Rhabdomyosarcoma and to a lesser extent in 
Soares_pregnant_uterus_NbHPU; Human Fetal Dura Mater; Human Testes Tumor; Soares 
breast 2NbHBst; Human Fetal Lung III; Keratinocyte; Soares infant brain 1MB; Early Stage 
Human Lung, subtracted; Human Normal Breast; Synovial IL-I/TNF stimulated; Human 
endometrial stromal cells-treated with progesterone; Human Frontal Cortex, Schizophrenia; 
Human Infant Brain; Human Fetal Kidney; Human Activated Monocytes; Ulcerative Colitis; 
Epithelial-TNFa and INF induced; Human Adult Pulmonary ,re-excision and Human 
Microvascular Endothelial Cells, fract. A. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 63 as 
residues: Met-1 to Arg-9. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO: 15 and may have been publicly available prior to conception of the present invention. 
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Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 2149 of SEQ ID NO:15, b is an integer of 15 to 2163, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO: 1 5, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 6 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Thyroid; human tonsils: Human Microvascular Endothelial 
Cells, fract. A. 

The tissue distribution suggests that the protein product of this clone is useful for the 
diagnosis and/or treatment of disorders involving the vasculature. Elevated expression of this 
gene product by endothelial cells suggests that it may play vita! roles in the regulation of 
endothelial cell function; secretion; proliferation; or angiogenesis. Alternately, this may 
represent a gene product expressed by the endothelium andtransported to distant sites of 
action on a variety of target organs. ^ Expression of this geneproduct by hematopoietic cells 
also suggests involvement in the proliferation; survival; activation; or differentiation of all 
blood cell lineages. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO: 1 6 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1298 of SEQ ID NO:16, b is an integer of 15 to 1312, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO: 1 6, and where b is greater than or 
equal to a +14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 7 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: NTERA2 teratocarcinoma cell line+retinoic acid (14 days); Jurkat T- 
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Cell, S phase; NTERA2, control; Stratagene NT2 neuronal precursor 937230; Human 
Microvascular Endothelial Cells, fract. A; Keratinocyte; Primary Dendritic Cells, lib 1. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences arc related to SEQ ID 
NO: 17 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1712 of SEQ ID NO: 1 7, b is an integer of 15 to 1726, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO: 1 7, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 8 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gnliPIDIe303266 (all information 
available through the recited accession number is incorporated herein by reference) which is 
described therein as M hypothetical-protein [Bos taurus]." A partial alignment demonstrating 
the observed homology is shown immediately below. 



>gnl|PlD|e303266 hypothetical protein [Bos taurus] >sp|018975 1018975 
HYPOTHETICAL 16.6 KD PROTEIN (FRAGMENT) 
Length =145 

Plus Strand HSPs : 

Score = 231 (81.3 bits), Expect = l.le-17, P = l ie-17 
Identities = 46/64 (71%), Positives = 47/64 (73%), Frame = + 1 

Q: 7 AEELKRNAETGNLPHSYRLIXXXXXXXXXXXXXXXXXDVYDIKKOAWFTYNDLEVSKIOE 186 

AEELKRNAETGNLPHSYRLI DVYDIKKQAWFTYNDLEVSKIQE 
S: 80 AEELKRNAETGNLPHSYRLISWSHIGSTSSSGHYISDVTDIKKQAWFTYNDLEVSKIQE 139 

Q: 187 AAVQ 198 
A+VQ 

S: 140 ASVQ 143 



The segment of gnIIPIDIc303266 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 113. 
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Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 1 14 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are. 
of course, removed). 

5 It has been discovered that this gene is expressed primarily in the following 

tissues/cDNA libraries: Human Microvascular Endothelial Cells, fact. A; H. Whole Brain #2, 
re-excision. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 66 as 
residues: Arg-48 to Cys-57. 

10 Many polynucleotide sequences, such as EST sequences, are publicly available and 

accessible through sequence databases. Some of these sequences arc related to SEQ ID 
NO: 1 8 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 

1 5 preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 «o 1 992 of SEQ ID NO: 1 8, b is an integer of 1 5 to 2006, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO: 1 8, and where b is greater than or 
equal to a +14. 

20 

FEATURES OF PROTEIN ENCODED BY GENE NO: 9 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Microvascular Endothelial Cells, fact. A and to a lesser 
extent in Soares_fetaIJiver_spleenJNFLS_Sl ; Stratagene lung carcinoma 937218; 
25 Soares_feu,Lheart_NbHH19W: Human Primary Breast Cancer.re-excision; CHME Cel. 

Line,un,reated; Stomach cancer (humane-excision; Stromal cell TF274; Human adult testis, 
large s; Human Testes Tumor; human tonsils; NCI_CGAP_GCB 1 ; Stratagene NT2 neuronal 
precursor 937230; T Cell helper I; Hodgkin's Lymphoma II; Soares fetal liver spleen INFLS 
and Primary Dendritic Cells, lib I. 

When tested against U937 Myeloid cell lines, supernatants removed from cells 
containing this gene activated the GAS assay. Thus, it is likely that this gene activates 
myeloid cells through the Jak-STAT signal transduction pathway. The gamma activating 
sequence (GAS) is a promoter element found upstream of many genes which are involved in 
the Jak-STAT pathway. The Jak-STAT pathway is a large, signal transduction pathway 
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involved in the differentiation and proliferation of cells. Therefore, activation of the Jak- 
STAT pathway, reflected by the binding of the GAS element, can be used to indicate proteins 
involved in the proliferation and differentiation of cells. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences arc related to SEQ ID 
NO: 1 9 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 1593 of SEQ ID NO:19, b is an integer of 15 to 1607, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO: 19. and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 10 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Bone Marrow Cell Line (RS4.1 1) and to a lesser extent in NTERA2, 
control; Smooth muscle.control; Soares_senescent_fibroblasts_NbHSF: Stratagene pancreas 
(#937208); Primary Dendritic Cells, lib 1 ; Scares infant brain 1NIB; LNCAP untreated; 
Human colon carcinoma (HCC) cell line, remake; Smooth Muscle Serum Treated. Norm; 
Human Lung; Smooth Muscle- HASTE normalized; Jurkat T-Cell. S phase; Brain Frontal 
Cortex, re-excision; Human Testes Tumor, revision: Hemangiopericytoma; 
NCI_CGAP_Lu5; NCI_CGAP_GCB I ; Early Stage Human Brain; Human Microvascular 
Endothelial Cells, fract. A; Human Bone Marrow, treated; Keratinocyte and Human 8 Week 
Whole Embryo. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 68 as 
residues: Gly-18to Gly-23. 

Preferred polypeptides comprise the following amino acid sequence: 

MPDAEVLWVAVVEAVFLRTQGSSSPPQLQAGQGEEDVELQEAKGSSSESREDSAGR 
LMGSFHGMAPASSDWDQLGWEGEQTALPNWCGTSTSEFLNSLRGTWLLALELHTQ 
TISLKGRSLFRVPEVPIKSPSCQLWCLICGSVCCCRFGRDGWRAS (SEQ ID NO: ) and 
MAALLLTAKRSSSLCQWAAERACDYWPVTCRGTVLPSWIQRPWETLRSSPTVSPKS 
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AAAYGPTNETPKLTGWTFNGHFWDPEETSSLQAYCLSVKFQSKEPCSSKGIQEFRRA 
SPTPVR (SEQ ID NO: ). 

Polynucleotides encoding these polypeptides are also encompassed by the invention. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:20 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 1 388 of SEQ ID NO:20. b is an integer of 15 to 1402. where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:20. and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 11 

It has been discovered that this gene is expressed primarily in the following tissues/cDNA 

libraries: Human OB MG63 control fraction I. 

Preferred polypeptides comprise the following amino acid sequence: 

MDRVGIFREHPASEAAAAPSSGITLPSPTLHWGVSYCASCWRTQLGAEAVGSERRLE 

KVCGAVCENSGARSLLVEKPKRKSYILNHSVQFREPCQCVSFSSPKTLLPQVIVGR 
(SEQ ID NO:) and 

MSWGSGGGGKGRDDLPREKPTTCPVFDRLFDIFAKIPLVESQASCAGIGIAASHWRL 
DCSVDSCKWSCLSLILIARGFQMKRKLKEEWPSFSKFCGSSKDFYVHTLSSLVLGTFY 
LICLGSACFPGCSLQTWNSVNPRLTDLEPEVSFILMV (SEQ ID NO: ). Polynucleotides 
encoding these polypeptides are also encompassed by the invention. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:21 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
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present invention. To iist every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising i 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1 207 of SEQ ID NO:2 1 , b is an integer of 1 5 to 1 22 i t where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:2 1 , and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 12 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares infant brain 1 NIB and to a lesser extent in Brain Amygdala 
Depression; Human OB MG63 treated (10 nM E2) fraction I; Human Fetal Bone; Human 
Bone Marrow Stromal Fibroblast; Macrophage-oxLDL, re-excision; Brain frontal cortex; 
Smooth muscle,control; Monocyte activated; Soares_NhHMPu_S 1 ; Keratinocyte; Soares 
fetal liver spleen 1NFLS and Primary Dendritic Cells, lib 1. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:22 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1241 of SEQ ID NO:22, b is an integer of 15 to 1255, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:22, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 13 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gnllPIDId 1035774 (all information 
available through the recited accession number is incorporated herein by reference) which is 
described therein as "HRIHFB201 8 [Homo sapiens]." A partial alignment demonstrating 
the observed homology is shown immediately below. 

>gnl|PID|dl035774 (AB015332) HRIHFB2018 [Homo sapiens] >gnl | PID|dl035774 
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{AB015332) HRIHFB2018 [Homo sapiens) >sp|D1035774 |D1035774 
HRIHFB2018 PROTEIN (FRAGMENT) . 
Length = 373 

Plus Strand HSPs: 

Score = 1144 (402.7 bits). Expect = 2.5e-122, Sum P(2) = 2.5e-122 
Identities = 220/287 (76%), Positives = 220/287 (76%), Frame = +1 

67 EQQKPASSDVVXPATMSYTGFVOGSETTLQSTYSDTSAQPTCDYGYGTV'msXXXXXXXXX 246 
EQQKPASSDWLPATMSYTGFVQGSETTLOSTYSDTSAQPTCDYGYGTWNS 
1 EQQKPASSDWLPATMSYTGFVQGSETTLQSTYSDTSAOPTCDYGYGTV/NSGTNRGYEGY 60 

247 XXXXXXXXXXXXXXXXXMATSHSWEMPXXXXXXXXXXXXXXXXXXVLSRINQRLDMVPHL 426 
MATSHSWEMP VLSRINQRLDMVPHL 
61 GYGYGYGQDNTTNYGYGMATSHSWEMPSSDTNANTSASGSASADSVXSRINORLDMVPHL 120 

427 ETDMMQGGVYGSGGERYDSYESCDSRAVLSERDLYRSGYDYSELDPEMEMAYEGOYDAYR 606 

ETTDl^QGGvTGSGGERYDSYESCDSRAVljSERDLYRSGYDYSELDPEMEMAYEGOYDAYR 
121 ETDMMQGGVYGSGGERYDSYESCDSRAVXSERDLYRSGYDYSELDPEMEMAYEGQYDAYR 180 

607 DQFRMRGNDTFGPRAQGWARDARSGRPMASGYGRMWEDPMGARGQCMSGASRLPSLFSON 786 

DQFRMRGNDTFGPRAQGWARDARSGRPMASGYGRMWEDPMGARGQCMSGASRLPSLFSON 
181 DQFRMRGNDTFGPRAOGWARDARSGRPMASGYGRMWEDPMGARGQCMSGASRLPSLFS0N 240 

787 1 1 PEYGI^XXXXXXXXXXXXXXXXXXXXXXXMKQMRRTWKTV.TTADFR 927 

1 1 PEYGM MKQMRRTWKTWTTADFR 
241 1 1 PEYGMFQGMRGGGAFPGGSRFGFGFGNGMKQMRRTWKTWTTADFR 287 
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30 The segment of gnllPIDId 1035774 that is shown as "S M above is set out in the 

sequence listing as SEQ ID NO. 1 15. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 1 16 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares adult brain N2b5HB55 Y and to a lesser extent in Human 
Osteoarthritic Cartilage Fraction III; Human Manic Depression Tissue; Brain Frontal Cortex, 
re-excision; T-Cell PHA 16 hrs; Ulcerative Colitis; NTERA2, control; Human Eosinophils; 
Colon Normal II; breast lymph node CDNA library; Human Bone Marrow, treated; Primary 
Dendritic Cells, lib 1 and Soares infant brain 1NIB. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:23 and may have been publicly available prior to conception of the present invention. 
45 Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
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nucleotide sequence described by the general formula of a-b t where a is any integer between 
1 to 1628 ofSEQIDNO:23,bisanintegerof 15 to 1642, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:23, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 14 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gil971762 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "60S ribosomal protein LI 1 [Sus scrofa]." A partial alignment demonstrating the 
observed homology is shown immediately below. 



>gi | 971762 60S ribosomal protein Lll [Sus scrofa} 
Length = 165 

Minus Strand HSPs: 

Score = 187 (65.8 bits), Expect = 6.9e-14, P = 6.9e-14 
Identities = 42/62 (67%), Positives = 49/62 (79%). Frame = -1 

Q: 509 T PC Y PL PAAR YTVRS FG I RRNEK I AVHCTVRGAKAEE I L EKGLK VS L I P * WS D I DQH S ? S 330 

TP + ARYTVRSFG I RRNEK I AVHCTVRGAKAEE I LEKGLKV ++ +++FS 

S: 46 TPVFS - - KARYTVRSFGI RRNEK I AVHCTVRGAKAEE I LEKGLKVRE Y ELRKNNFS 99 

Q: 329 NT 324 
+T 

S: 100 DT 101 



The segment of gil971762 that is shown as "S" above is set out in the sequence listing 
as SEQ ID NO. 1 1 7. Based on the structural similarity these homologous polypeptides are 
expected to share at least some biological activities. Such activities are known in the art, some 
of which are described elsewhere herein. Assays for determining such activities are also 
known in the art, some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 1 18 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Hemangiopericytoma; Bone Marrow Cell Line (RS4J 1) and to a 
lesser extent in H.Leukocytes, normalized cot 5B; Kidney cancer; Human White Adipose; 
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Human Adult Pulmonary; Human Manic Depression Tissue; human ovarian cancer, Human 
Substantia Nigra; Activated T-Cell (12hs)/Thiouridine labeliedEco; Smooth muscle,controI; 
Spleen, Chronic lymphocytic leukemia and Human 8 Week Whole Embryo. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:24 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides arc specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 91 8 of SEQ ID NO:24, b is an integer of 15 to 932, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:24, and where b is greater than or 
equal to a + 14. 



15 FEATURES OF PROTEIN ENCODED BY GENE NO: 15 

It has been discovered that this gene is expressed primarily in Human Manic 
Depression Tissue. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 

20 NO:25 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 

25 1 to 1050 of SEQ ID NO:25, b is an integer of 15 to 1064, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:25, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 16 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Hippocampus, subtracted; SoaresJctaLheart_NbHH19W 
and to a lesser extent in Human Manic Depression Tissue; T-Cell PHA 16 hrs and Resting T- 
Cell Library ,IL 
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Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:26 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1266 of SEQ ID NO:26, b is an integer of 15 to 1280, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:26, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 17 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares infant brain 1NIB and to a lesser extent in Soares breast 
3NbHBst; Human Manic Depression Tissue; H. Frontal cortex,epiIeptic,re-excision; Human 
Eosinophils; Human Endometrial Tumor; Soares fetal liver spleen 1NFLS; Human 
Synovium; Soares_NhHMPu_S I ; Stratagene HeLa cell s3 937216; Synovial hypoxia-RSF 
subtracted; Soares_fetaUungjNibHL19W; H. Kidney Medulla, re-excision; Human Uterine 
Cancer; Human Pancreas Tumor; Human Ovarian Cancer Reexcision; Human Fetal Brain; 
Human Whole Six Week Old Embryo; Stratagene colon (#937204); Stratagene HeLa cell s3 
937216; NCI_CGAP_Co3; NCLCGAPJ>r2; Colon Normal II; Human Fetal Heart; 
Monocyte activated; Human B Cell Lymphoma; Hodgkin s Lymphoma II and Human 
Cerebellum. 

Preferred polypeptides comprise the following amino acid sequence: 
MLLAEISSVAHQKDGSFCPIVMCGDFNSVPGSPLYSFIKEGKLNYEGLPIGKVSGQEQ 
SSRGQRILSIPIWPPNLGISQNCVYEVQQVPKVEKTDSDLTQTQLKQTEVLVTAEKLSS 
NLQHHFSLSSVYSHYFPDTGIPEVTTCHSRSAITVDYIFYSAEKEDVAGHPGAEVALV 
GGLKLLARLSPLTEQDLWTVNGLPNENNSSDHLPLLAKFRLEL (SEQI ID NO: ). 
Polynucleotides encoding these polypeptides are also encompassed by the invention. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:27 and may have been publicly available prior to conception of the present invention. 
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Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising ; 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 3606 of SEQ ID NO:27, b is an integer of 15 to 3620, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:27, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 18 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gil54806 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "TIS7 protein [Mus sp.]," which is a gene induced by the tumor promoter TPA. A 
partial alignment demonstrating the observed homology is shown immediately below. 

>gi|54806 TIS7 protein <AA 1-449) [Mus sp.] >pir | A44989 j A44989 

mterferon-related protein TIS7 - mouse >sp | PI 9 182 I PC4_MOUSE 
INTERFERON - RELATED PROTEIN PC 4 (TPA INDUCED SEQUENCE 7) (TIS7 
PROTEIN) . 
Length =449 

Plus Strand HSPs : 

Score = 1375 (484.0 bits). Expect = 1.8e-190. Sum P(3) = 1.8e-190 
laentities = 266/281 (94%), Positives = 277/281 (98%), Frame = + 1 

7 SEDGPEVLDEEGTQEDLEYKLKGLIDLTLDKSAKTRQAALEGIKNALASKMLYEFILERR 186 
+EDGPEVLDEEGTQEDLEYKLKGLIDLTLDKSAKTRQAALEG+KNAL-!-SK+LYEF+LERR 
62 AEDGPEVLDEEGTQEDLEYKLKGLIDLTLDKSAKTRQAALEGVKNALSSKVLYEFVLERR 121 

187 MTLTDS I ERCLKKGKS DEQRAAAALA S VLC IQLGPGIESEEI LKTLGP I LKK 1 1 C DG SAS 366 

MTLTDS I ERCLKKGKSDEQRAAAA+ ASVLC I QLGPG ESEEILKTLGPILKKIICDG+AS 
122 MTLTDSIERCLKKGKSDEQRAAAAVASVLCIQLGPGFESEEILKTLGPILKKIICDGAAS 181 

367 MOARO/TCATCFGVCCFIATDDITELYSTLECLENIFTKSYLKEKDTTVICSTPNTVLHIS 546 

+QARQTCATCFGVCCFIATDDITELYSTLEC ENI FTKS YLKEKDT V CSTPNTVLHIS 
182 I QARQTCATC FGVCCF I ATDD I TELYSTLEC FENI FTK S Y LKEKDTNVTC ST PNTVLH I S 241 

547 SLLAIVTLLLTICPINEVKKKLEMHFT1KLPSLLSCDDVNMRIAAGESIALLFELARGIESD 726 

SLIjAWTLLLTICPINEVKKKLE+HFHKLPSLLSCDDVNMRIAAGESLALLFELARG+ESD 
242 SLUOTLI^TICPINEWKKLELHFH^ 301 

727 FFYEDMESLTQMLRALATDGNKHRAKVDKRKQRSVFRDVLR 849 

FFYEDM+SLTQI^LRALATDGNKHRAKVDKRKQRSVFRDVLR 
302 FFYEDMDSLTQMLRALATDGNKHRAKVDKRKQRSVFRDVLR 342 

Score =348 (122.5 bits), Expect = 1.8e-190, Sum P{3) = 1.8e-190 
Identities = 65/74 (87%), Positives = 68/74 (91%), Frame = O 
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0: 831 FQRC PEAVEERDF PTETI KFG PERMY I DCWVKKHTYDTFTCEVLGSt^Q YHLQS^FLRNV 1010 

F+ AVEERDFPTET+KFGPERMYID WVKKHTVDTFKEVLGSGMQYHLQ+NEFLRNV 
S: 337 FRDVLRAVEERDFPTETVKFGPERMYID^ 396 

Q: 1011 FELGPPVMLDAARL 1052 

FELG P PVMLDAA L 
S: 397 FELGPPVMLDAATL 410 

Score = 168 (59.1 bits), Expect = 1.8e-190. Sum P(3) = 1.8e-190 
Identities = 35/40 (87%), Positives = 36/40 (90%), Frame e +2 

Q: 1046 TLKR*RFS-FERHLYNSAAFKARTKARSKCRDKRADVGEF 1162 

TLK + S FERHLYNSAAFKARTKARSKCRDKRADVGEF 
S: 409 TLKTMKISRFERHLYNSAAFKARTKARSKCRDKRADVGEF 448 

The segments of gi!54806 that are shown as "S" above are set out in the sequence 
listing as SEQ ID NO. 1 19.SEQ ID NO. 121 and SEQ ID NO. 123. Based on the structural 
similarity these homologous polypeptides are expected to share at least some biological 
activities. Such activities are known in the art, some of which are described elsewhere herein. 
Assays for determining such activities are also known in the an, some of which have been 
described elsewhere herein. Preferred polypeptides of the invention comprise a polypeptide 
having the amino acid sequence set out in the sequence listing as SEQ ID NO. 120,SEQ ID 
NO. 122 and/or SEQ ID NO. 124 which correspond to the "Q" sequences in the alignment 
shown above (gaps introduced in a sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissucs/cDNA libraries: Human Osteoclastoma Stromal Cells - unamplificd and to a lesser 
extent in Soares placenta Nb2HP; Human Gall Bladder; 
Soares_fetalJiver_spleen_lNFLS_Sl; L428 cell line; 

Soares_placenta_8to9weeks_2NbHP8to9W; Human Adipose; Bone Marrow Stromal Cell, 
untreated; NTERA2, control; Stratagene lung (#937210); Stratagene colon (#937204); 
Soares_parathyroid_tumor_NbHPA; Soares_multiple_sclerosis_2NbHMSP; Bone marrow; 
Soares fetal liver spleen 1NFLS; Soares infant brain INIB; Normal Prostate; Human Prostate, 
subtracted; Healing Abdomen wound,70&90 min post incision; Human Placenta; Early Stage 
Human Lung, subtracted; Pancreas Tumor PCA4 Tu; H Female Bladder, Adult; Human 
Adipose Tissue, re-excision; Human Osteoclastoma, re-excision; Synovial hypoxia; Human 
Manic Depression Tissue; Prostate BPH; KMH2; T-Cell PHA 16 hrs; Human Pancreas 
Tumor, Soares_pregnanLutcrus_NbHPU; Soares breast 2NbHBst; Pancreas Islet Cell Tumor, 
Macrophage-oxLDL, re-excision; H. Frontal cortex,epileptic ? re-excision; Human 
Eosinophils; Human Substantia Nigra; Adipocytes; Dendritic cells, pooled; Human Fetal 
Heart; Human Neutrophil, Activated; Human Osteoclastoma; T Cell helper I; Smooth 
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muscle.control; Human Bone Marrow, treated; Human Testes; T cell helper II; Keratinocyte 
and Human Cerebellum. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:28 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 1 882 of SEQ ID NO:28, b is an integer of 15 to 18%. where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:28, and where b is greater lhan or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 19 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gil439877 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "reverse transcriptase [Homo sapiensl." A partial alignment demonstrating the 
observed homology is shown immediately below. 

>gi | 439877 reverse transcriptase [Homo sapiens} 
Length =361 

Minus Strand HSPs: 

Score = 138 {48.6 bits), Expect = 4.2e-26. Sum P(4) = 4.2e-26 
Identities = 37/92 (40%). Positives = 51/92 (55%). Frame = -1 

Q: 431 KVGKNRNRHFSKEEIQIAKKDKKRCSTLSVIMKM^ 255 

K K+ NRHFSKE+I AKK K+CS I +MQ+KTT R+ TP + + +K 
S: 157 KWAKDMNRHFSKEDIYAAKKHMKKCSPSLAIREMQIKTTMRYHLTPV RMAIIKKSGN 213 

Q: 254 AKMWRNQNSQG CRKGREMVQTLGKAGWRLLK 162 

+ WR G C ++VQ L K+ WR L+ 

S: 214 NRCWRGCGEIGTLLHCWWNCKLVQPLWKSVIVRFLR 248 

The segment of gil439877 that is shown as "S" above is set out in the sequence listing 
as SEQ ID NO. 125. Based on the structural similarity these homologous polypeptides are 
expected to share at least some biological activities. Such activities are known in the art t some 
of which are described elsewhere herein. Assays for determining such activities are also 
known in the art, some of which have been described elsewhere herein. 
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Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 126 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Manic Depression Tissue; 12 Week Old Early Stage Human; 
Human T-Cell Lymphoma. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:29 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1 347 of SEQ ID NO:29, b is an integer of 1 5 to 1 36 1 . where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:29, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 20 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares infant brain 1NIB and to a lesser extent in 
Soares_parathyroid_tumor„NbHPA; H. Frontal cortex,epileptic,re-excision; Spleen, Chronic 
lymphocytic leukemia; Soares adult brain N2b4HB55Y; Alzhcimers, spongy change; 
Glioblastoma; LNCAP prostate cell line; Healing groin wound, 6.5 hours post incision; 
Human Manic Depression Tissue; Soares_fetal_heart_NbHHI9W; Human Heart; Brain 
frontal cortex; Primary Dendritic cells,frac 2; human tonsils and Human Amygdala. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 78 as 
residues: Pro-4 to Gly-13, Ala-42 to Ser-50. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:30 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
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nucleotide sequence described by the genera! formula of a-b, where a is any integer between 
1 to 1309ofSEQID NO:30,bisan integer of 1 5 to 1323, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:30, and where b is greater than or 
equal toa+ 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 21 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. pir!S72481IS72481 (all information 
available through the recited accession number is incorporated herein by reference) which is 
described therein as "probable transposase - human transposabie element MER37." A partial 
alignment demonstrating the observed homology is shown immediately below. 

>pir|S72481|s72481 probable transposase - human transposabie element MER37 
MER37 >Pir|S72486|S72486 putative transposase - human transposon 

{fragment) {SUB 177-349) 
Length = 454 

Minus Strand HSPs: 

Score =340 (119.7 bits). Expect = 5.3e-54, Sum P(3> = 5.3e-54 
Identities = 86/203 {42%.), Positives = 110/203 (54%), Frame = -2 

729 SQV1^MKSS*RKLKVXLHRTHE**GKH--LISDIERVU^IEDQISHNVSLSRS--QS 562 
SQWNA + +++K K LI+D+E+VL+VWIEDQ SHN+ LS + S QS 

48 SQVWAKEKFLKEIKSATPVOTRMIRKQNSLIADMEKVXVVWIEDQTSHNIPLSOSLIQS 107 

561 KALTLFNSLXXXXXXXXXXXXXXXXXXWFMRFKKRSYLRNIKVLXXXXXXXXXXXXXYPE 382 

KALTLFNS+ WFMRFK+RS+L NIKV YPE 

108 KALTLFNSMKAERGEEAAEEKLEASRGWFMRFKERSHLHNIKVQGEAASADVEAAASYPE 167 

381 DLAGIIDKAXYTKQHIFTVNQXAIXEXRCCLGLS*LESTRHRLFLKLERTS*PLV-GAN^ 205 
DLA IID* YTKQ IF V++ A + + K + L+ GANA 

168 DLAKIIDE(^YTKQQIF>IV1DETAFYWKKMPSRTFIAREEKSMPGFKASKDRLTLLLGANA 227 

204 ASDTKLKLVLI FPSQNPTALQ NY 136 

A D KLK +LI+ S+NP AL+NY 
228 AGDFKLKPML I YH S ENPRALKNY 250 



The segment of ptrlS72481 IS72481 that is shown as "S" above is set out in the 
sequence listing as SEQ ID NO. 127. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 128 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 22 

I. has been ,h„ ,„, s g=ne is 

—MM fibres: „,„„ „„ ic ^ ^ ^ ^ 

^^sssible through sequence databases. Some of these sequences are related to SEQ ID 

Prefetnbiy, »h ^ated polypuclnceide, are spccifal , y e<clndcd fom „ 
^^■Tolisse^re^d^nce^^^^ 

nucleot.de sequence described by the general fom.,,1, f k u 

• to 1724 of SEQ ID N032 b 3 * "* ^ 

f SEQ ID N0.32. b ,s an tntegcr of ,5 t0 ,738. where both a and b correspond to 

thepostuonsofnucleotideresiduesshowninSEOIDNO^,, u 

equal to a + 14 SEQ ID N0.32. and where b ,s greater than or 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 23 

It has been discovered that this eene i<= « nn .ee a 

« ene ,s expressed pnmanly in the following 
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Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:33 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 903 of SEQ ID NO:33, b is an integer of 15 to 917, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:33, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 24 

, It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Soares infant brain 1NIB and to a lesser extent in Human 
Hypothalamus,schizophrenia, re-excision; Human Brain, Striatum; Soares_NhHMPu_S 1 ; 
Human Cerebellum; Soares fetal liver spleen INFLS; Human Amygdala.re-excision: Human 
Manic Depression Tissue; Soares_multiple_scIerosis_2NbHMSP; Human Adrenal Gland 
Tumor; H. Frontal cortex,epileptic,re-excision and Human Substantia Nigra. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 82 as 
residues: Gin- 1 3 to Tyr-20. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:34 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b,- where a is any integer between 
1 to 1758 of SEQ ID NO:34, b is an integer of 15 to 1772, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:34, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 25 

It has been discovered that this gene is expressed primarily in H. Meniingima, M6. 
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Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:35 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
5 present invention. To list every related sequence would be cumbersome. Accordingly, 

preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any in.eser between 
1 «o 785 of SEQ ID NO:35, b is an integer of 15 to 799. where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:35. and where b is greater than or 
10 equal to a + 14. 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 26 

It has been discovered that this gene is expressed primarily in H. Meningima. M 1 . 
Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 84 as 
1 5 residues: Thr- 1 2 to Glu-2 1 . 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:36 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would he cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 17.6 of SEQ ID NO:36, b is an integer of 15 to 1730, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:36, and where b is greater than or 
25 equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 27 

It has been discovered that this gene is expressed primarily in H. Menin'gima. Ml. 
Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:37 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 



30 



WO 00/57903 



33 



PCT/US00/07525 



nucleotide sequence described by the general formula of a-b, where a is any integer between 
I to 1006 of SEQ ID NO:37, b is an integer of 15 to 1020. where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:37. and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 28 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Activated T-cell(12h)/Thiouridine-re-excision and to a lesser extent 
in Human Colon Carcinoma (HCC) cell line; H. Meningima. M 1 ; Stratagene fetal spleen 
(#937205): H. Frontal conex.epileptic.re-excision; Brain frontal cortex and T cell helper II. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:38 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 943 of SEQ ID NO:38, b is an integer of 15 to 957, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:38, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 29 

It has been discovered that this gene is expressed primarily in H. Meningima, M I . 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:39 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1020 of SEQ ID NO:39, b is an integer of 15 to 1 034, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:39, and where b is greater than or 
equal to a + 14. 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 30 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gnllPIDIe31428l (all information 
available through the recited accession number is incorporated herein by reference) which is 
described therein as "Pro-Pol-dUTPase polyprotein [Murine endogenous retrovirus]." A 
partial alignment demonstrating the observed homology is shown immediately below. 



>gnl|PID|e314281 Pro-Pol-dUTPase polyprotein (Murine endogenous 
retrovirus] 

>bbs| 132484 fibulin gene hornolog (mice. Peptide Partial, 78 

aaj 

(Mus sp.l { SUB 380-457} 
Length = 1182 

Minus Strand HSPs: 

Score = 245 (86.2 bits). Expect = 4.7e-19, Sum P(2) = 4.7e-19 
Identities = 73/211 (34%), Positives = 108/211 (51%). Frame = -3 

Q: 700 PMAPWGFLHRQLTE*KRSRKRAL*GLG*HD MLA * AKKMDWCCTKDT P - - K I TLG 545 

P+A WG + QLTE +++R G + A + + KDT K + 

S: 598 PIASWGVPYDQLTEEEKTRAWFTDGSARYAGTTQKWTAAALQPLSGTTLKDTGERKSSQW 657 

Q: 544 ANS S PV - - VI C FVSGEKR PKVR I YTDF * WENGL VAWS RA S REQH * R I ETKHV * GRGMWL 371 

A V V+ FV +K P VR++TD V NGL WS ++ + +1 K + GR MW+ 
S: 658 AELRAVliWLQFVCKKKV/PDVRLFTDSWAVANGi^GWSGTWKDHNWKIGEKDIWGRSMWI 717 

Q: 370 EL*EWAHNVLIFVSHTRAHQRARVAEEAimHMDRKTC 197 

++ +WA +V IFVSH AHQ+ AEE N +D+KT ++ + "Q" LS Al ++ + 
S: 718 DISKWAKDVKIFVSHVNAHQKVTSAEEEFNNQVDKMTRSVDS-QTLSPAIPVIAQWAHEQ 776 

Q: 196 MNGLWMA*NDGLSLSKADLATTTTEC 116 

+G A GL L+KADLAT +C 
S: 777 SGHGGRDGG Y PWAQQHGL P LTKADLATAAADC 808 

The segment of gnllPIDIe3 14281 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 129. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 130 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissucs/cDNA libraries: H. Meningima, Ml; Human Heart. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:40 and may have been publicly available prior to conception of the present invention. 



WO 00/57903 



PCT/US00/07525 



35 

Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1 747 of SEQ ID NO:40, b is an integer of 15 lo 1761, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:40, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 31 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: H. Meningima, Ml ; Epithelial-TNFa and INF induced. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:41 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 602 of SEQ ID NO:4 1 , b is an integer of 1 5 to 6 1 6, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:4 1 , and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 32 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gil439877 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "reverse transcriptase [Homo sapiens]." A partial alignment demonstrating the 
observed homology is shown immediately below. 

>gi | 439877 reverse transcriptase [Homo sapiens) 
Length =361 

Plus Strand HSPs: 

Score = 237 (B3.4 bits), Expect = 2.3e-19, P = 2.3e-19 
Identities = 46/97 (47%), Positives = 62/97 (63%), Frame = *1 
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Q: 280 EKSNHPPADPTSNTGSYNST" DLVGTQIQTI SVLNI II IREMQIKTTIRCHLTLVQMA C 'I 459 

<: no i^l N+P + + S D+ + ♦ IREMQIKTT+R HLT V+MA I 

S: 149 KlCThnjPIKKV/AKDMNRHFSKEDIYAAKKHMIQ<CSPSLAIREMOIKTTMRYHLTPVRMAII 208 

Q: 460 QKTGNNKCKQECGEKGTLIHI SWWKSKSVQPLWKTVW 570 

+K+GNN+CW+ CGE GTL+H WW K VQPLWK+VW 
S: 209 KKSGNNRCWRGCGEIGTLLHC-WWNCKLVQPLWKSVW 244 

The segment of gil439877 that is shown as "S" above is set out in the sequence listing 
as SEQ ID NO. 131. Based on the stiuctural similarity these homologous polypeptides are 
expected to share at least some biological activities. Such activities arc known in the art. some 
of which are described elsewhere herein. Assays for determining such activities arc also 
known in the art. some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 1 32 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in H. Meningima, Ml. 
Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 90 as 
residues: Phe- II toGlu-18. 

Many polynucleotide sequences, such as EST sequences, arc publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:42 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 559 of SEQ ID NO:42, b is an integer of 15 to 573, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:42. and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 33 

It has been discovered that this gene is expressed primarily in Spleen metastic 



melanoma. 



Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
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NO:43 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
5 nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1 370 of SEQ ID NO:43, b is an integer of 1 5 to 1 384, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:43, and where b is greater than or 
equal toa+ 14. 

1 0 FEATURES OF PROTEIN ENCODED BY GENE NO: 34 

It has been discovered that this gene is expressed primarily in Spleen metastic 
melanoma. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
15 NO:44 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
1 to 692 of SEQ ID NO:44, b is an integer of 15 to 706, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:44, and where b is greater than or 
equal to a + 14. 
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FEATURES OF PROTEIN ENCODED BY GENE NO: 35 

It has been discovered that this gene is expressed primarily in Spleen metastic 
melanoma. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 93 as 
residues: Lys-39 to Lys-48. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:45 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
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nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 405 of SEQ ID NO:45, b is an integer of 1 5 to 4 1 9, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:45, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 36 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Stratagene ovary (#937217); Spleen mclastic melanoma. 

Many polynucleotide sequences, such as EST sequences, arc publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:46 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b. where a is any integer between 
I to 101 1 of SEQ ID NO:46, b is an integer of 15 to 1025, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:46, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 37 

It has been discovered that this gene is expressed primarily in Spleen metastic 
melanoma. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:47 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 769 of SEQ ID NO:47, b is an integer of 1 5 to 783, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:47. and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 38 
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It has been discovered that this gene is expressed primarily in Spleen metastic 
melanoma. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
5 NO:48 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
10 I to 895 of SEQ ID NO:48, b is an integer of 15 to 909, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:48, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 39 
15 It has been discovered that this gene is expressed primarily in Spleen metastic 

melanoma. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:49 and may have been publicly available prior to conception of the present invention. 

20 Preferably, such related polynucleotides arc specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 752 of SEQ ID NO:49, b is an integer of 1 5 to 766, where both a and b correspond to the 

25 positions of nucleotide residues shown in SEQ ID NO:49, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 40 

It has been discovered that this gene is expressed primarily in Spleen metastic 
30 melanoma. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 98 as 
residues: Arg-24 to Arg-35. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
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NO:50 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
5 nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 698 of SEQ ID NO:50, b is an integer of 1 5 to 7 1 2, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:50, and where b is greater than or 
equal to a + 14. 

10 FEATURES OF PROTEIN ENCODED BY GENE NO: 41 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: CD34 positive cells (cord blood).re-ex; Healing groin wound, 7.5 
hours post incision; Synovial hypoxia-RSF subtracted: Spleen metastic melanoma; CD34 
depleted Buffy Coat (Cord Blood). 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:51 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 666 of SEQ ID NO:5 1 , b is an integer of 1 5 to 680, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:5 1 . and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 42 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Testes Tumor; Spleen metastic melanoma. 

Many polynucleotide sequences, such as EST sequences, arc publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:52 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
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nucleotide sequence described by the general formula of a-b, where a is any integer between 
I to 990 of SEQ ID NO:52, b is an integer of 15 to 1004. where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:52. and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 43 

It has been discovered that this gene is expressed primarily in Spleen metastic 
melanoma. 

Preferred epitopes include those comprising a sequence shown in SEQ ID NO 101 as 
residues: Pro-41 to Leu-47. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:53 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 1 29 1 of SEQ ID NO:53, b is an integer of 1 5 to 1 305, where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:53, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 44 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gi!403460 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "transformation-related protein [Homo sapiens]." A partial alignment 
demonstrating the observed homology is shown immediately below. 

>gi|403460 transformation-related protein [Homo sapiens} >sp| Q15662 I 015662 
TRANSFORMATION-RELATED PROTEIN (FRAGMENT) 
Length = 368 

Plus Strand HSPs: 

Score m 145 (51.0 bits), Expect = 6.2e-15. Sum P(2) = 6.2e-15 
Identities = 30/59 (50%), Positives = 38/59 (64%), Frame = +3 
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Q: 123 V^YRHMPPLRLIFVFSVETGSHHAA*ADLELLS*TDPPASASQNTR1TGVSHRAWPSLA 299 

WDYRH+PP ++ FVFSVETG HA A LELL+ + PP SA +AWP+L+ 
S: 39 WDYTUfVPPRQVHFVFSVETGFHRAGQAGLELLTSSVPPTSAFPKCWDYRRDDOAWPTLS 97 

Score = 109 (38.4 bits). Expect = 6.2e-15. Sum P(2J = 6.2e-15 
Identities = 21/26 (80%). Positives = 24/26 (92%). Frame = +1 

Q: 10 DR I S LLS PRLECNG VI LAN YNLRLPG 87 

DR+ SLLS PRLECNG + 1 LA+ LRLPG 
S: 1 DRLSLLSPRLECNGMI LAHCKLRLPG 26 



The segments of gi!403460 that are shown as W S" above are set out in the sequence 
listing as SEQ ID NO. 133 and SEQ ID NO. 135. Based on the structural similarity these 
homologous polypeptides arc expected to share at least some biological activities. Such 
activities are known in the art, some of which are described elsewhere herein. Assays for 
determining such activities are also known in the an. some of which have been described 
elsewhere herein. Preferred polypeptides of the invention comprise a polypeptide having the 
amino acid sequence set out in the sequence listing as SEQ ID NO. 1 34 and/or SEQ ID NO. 
136 which correspond to the "Q" sequences in the alignment shown above (gaps introduced 
in a sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Spleen metastic melanoma; Primary Dendritic Cells, lib 1. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:54 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 799 of SEQ ED NO:54, b is an integer of 15 to 813, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:54, and where b is greater than or 
equal to a + 14. 



FEATURES OF PROTEIN ENCODED BY GENE NO: 45 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gill 71 0216 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
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therein as "unknown [Homo sapiens)." A partial alignment demonstrating the observed 
homology is shown immediately below. 

>gi | 1710216 unknown (Homo sapiens) 
J Length =13 9 

Minus Strand HSPs: 

io SSitiSVlLL^Ei; E » pe " = 9 - 0e - 09 - Sum p,2) - 9 -° e -°9 

laent.ties - 23/34 (67%). Positives = 26/34 (76%). Frame = -1 

Q: 1S95 AH 'NLYLPGSSNPLTSASQVAGTTGTCHQTRLI 51 1494 
AH NL LPGSSN SAS+VAGT GTC + 
j 5 S: 71 AHCNLCLPGSSNSPASASRVAGTAGTCRRAQLIF 104 

Identifies 'n^Si.T' = 9 - 0e " 09 ' SUm P(2 » - 9 - 0e -^ 
entities - 11/18 (61%), Positives = 14/18 (77%). Frame = -3 

Q: 1644 ETGSHSVAQVECSGASSS 1591 
ZU ET SHSV ++ECSG S- 

S: 54 ETQSHSVTRLECSGTISA 71 
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The segments of gill 710216 that are shown as - S " above are se, out in the sequence 
listing as SEQ ID NO. 137 and SEQ ID NO. 139. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 138 and/or SEQ ID NO. 140 which 
correspond to the "Q" sequences in the alignment shown above (gaps introduced in a 
sequence by the computer are, of course, removed). 

It has been discovered that this gene is expressed primarily in the followino 
30 tissues/cDNA libraries: Spleen metastic melanoma; Human Amygdala. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences arc related to SEQ ID 
NO:55 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
35 present invention. To lis, every related sequence would be cumbersome. Accordingly. 

preferably excluded from the present invention are one or more polynucleotides comprise a 
nucleotide sequence described by the genera, formula of a-b. where a is any integer between 
1 to 1 680 of SEQ ID NO:55. b is an integer of 1 5 to 1694. where both a and b correspond to 
the positions of nucleotide residues shown in SEQ ID NO:55. and where b is greater than or 
40 equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 46 
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The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gilI809140 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "death domain containing protein CRADD [Homo sapiens]." A partial alignment 
demonstrating the observed homology is shown immediately below. 

^iuVss'sV 40 d6ath dOI " ain C0ntai * in 9 Protein CRADD (Ho.no sapiens] 

death adaptor molecule RAIDD [Homo sapiensi 
Length =199 

Plus Strand HSPs: 



15 score =525 (184.8 bits). Expect = €.5e-50. P = 6 5e-5C 

Identities = 100/100 (100%), Positives = 100/100 (100%). Frame = + 3 



S. 100 G^IPSHILNSSPSDRQ^^^ 159 

0: 246 WEAFTRWDnPr^ rt ,mcn, T 



WEAFIRWRQRFGKQATFQSLHNGLRAVEVDPSLLLHMLE 
VVEAF I RWRQRFGKQATFQSLHNGLRAVEVDPS LLLHMLE 
160 WEAF I RWRQRFGKQATFQSLHNGLRAVEVDPS LLLHML" 
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The segment of gill809140 that is shown as "S" above is set out in the sequence 
listing as SEQ ID NO. 141. Based on the structural similarity these homologous polypeptides 
are expected to share at least some biological activities. Such activities are known in the art. 
some of which are described elsewhere herein. Assays for determining such activities are also 
) known in the art, some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set out in the sequence listing as SEQ ID NO. 142 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Human Striatum Depression, re-rescue: Human Macrophage: Aorta 
endothelial cells + TNF-a; Soares_NhHMPu_S I ; Human Activated T-Cells: 1 2 Week Old 
Early Stage Human; Soares melanocyte 2NbHM; Human Testes; Soares infant brain 1N1B. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:56 and may have been publicly available prior to conception of the present invention. 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
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present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
I to 85 1 of SEQ ID NO:56. b is an integer of 15 to 865, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:56, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 47 

It has been discovered that this gene is expressed primarily in Human Macrophage. 
Preferred epitopes include those comprising a sequence shown in SEQ ID NO. 105 as 
residues: Asn-19 to Thr-33. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessible through sequence databases. Some of these sequences are related to SEQ ID 
NO:57 and may have been publicly available prior to conception of the present invention. 
15 Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the general formula of a-b, where a is any integer between 
1 to 323 of SEQ ID NO:57, b is an integer of 15 to 337, where both a and b correspond to the 
positions of nucleotide residues shown in SEQ ID NO:57, and where b is greater than or 
equal to a + 14. 

FEATURES OF PROTEIN ENCODED BY GENE NO: 48 

The computer algorithm BLASTX has been used to determine that the translation 
product of this gene shares sequence homology with, as a non-limiting example, the sequence 
accessible through the following database accession no. gil950650 (all information available 
through the recited accession number is incorporated herein by reference) which is described 
therein as "immune-responsive gene 1 [Mus musculus]." This gene appears to be a human 
homolog of the murine gene. A partial alignment demonstrating the observed homology is 
shown immediately below. 

>gi 1 950650 immune-responsive gene 1 [Mus musculusl >pir| 154546 1 154546 
immune-responsive gene 1 - mouse (fragment) 
Length =646 

Plus Strand HSPs: 
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S: 
Q: 
S: 
0: 
S: 



Score =1629 (573.4 bits). Expect = 7.0e-167. P = 7.0e-167 
Identxt.es = 325/451 (72%), Positives = 366/451 (81%)? Frame = +2 

5 Q: 11 ^^ fflPA ™ PSGA ^^ TA ^" LPRSPKFSGLDLL ^NVGIEVOGRLLHF A KE 190 

SMDFDDTWHPATHPSGAVLPVLTAL+EALP+ PKFSGLDLLI^GIEVOGRlThF'^ 
S: 182 SiafrWnWHPATOPS^^ 241 

10 f? M P^ H - D P^CT^SAAAASKFI^LSSTKCREAWIAVSHAGAPMA^TOTKPLH 370 

S. 2 « * ^MOFHPPSVVGIUSSJVAAASKFLGLS TKCREALAlAVSHAGAP+AIttATOTOPLH 
S. 242 AKDIPKRFHPPSWGTLGSAAAASKF^LSLTKCREALAIAVSHAGAP^tS^^ 301 

I'^^r^^^^^^^^^^PSIASYSWLI^DTO 550 
IGNAAKHG+EA FLAMLGLQGNXQ+LDL +GFGAFYANYS P+ i pc + Ci „r^"„ " U 

551 ^FPAHLSTHWADAMSVRKHLV-PERALLPTDyiKRIVLRIPNVQYVNRpPpvSEHr 777 

^J PAHL+ ™^ADAAA + VRKHLV PERAL P D-I + R IVL RIp!X^plmE 
362 FKSFPAHLATHWVADAAAAVRJCHLVTPE^FPADHIERXVl^XP^ m 

728 Zc^^^^^^^^^^-KVELEYPPDNLPSFNILYC-lS 907 
4,7 £Sw AC * LLDG ITVPSFH 0 + NRPQVRELL KV+LE*PPDN PSF+ LYCEIS 
422 ARHSFQWACASLLIXSSITVPSFHSQQVNRPOVRELLKKVKLEHPPDNPPSFOTLYCEIS 481 

+TLKDG TFT+RSDTFYGHWRKPLSQEDL KFRANASKML DTVPQrr I« 7™ 

s= 482 itlkdgttfters^fyghwr^^ 5n 

30 Q: 1083 ^LHFSKDLSTRG SFKLSS.M.-FYHKSLLRLTNI.MTLHLGRFNDLVCKARVCCLVF 1267 

S: 542 DCmTRLLK D PLSK--M K U 3 OTPACpLlTQRCPGLP^KRALALEEWCFGFL--LiL 597 

0: 1268 PGKMNKDGESPETELHISGRSLLLKILQDSST 1363 
5 p ESPETE ♦ G+ L+ +++ S T 

S: 598 PSNELSKVESPETETSVYGKRLVYNLIKTSPT 629 

The segment of gil950650 that is shown as "S" above is set out in the sequence listing 
as SEQ ID NO. 143. Based on the structural similarity these homologous polypeptides are 
expected to share at least some biological activities. Such activities are known in the an, some 
) of which are described elsewhere herein. Assays for determining such activities are also 
known in the art, some of which have been described elsewhere herein. 

Preferred polypeptides of the invention comprise a polypeptide having the amino acid 
sequence set ou, in the sequence listing as SEQ ID NO. 144 which corresponds to the "Q" 
sequence in the alignment shown above (gaps introduced in a sequence by the computer are, 
of course, removed). 

The gene encoding the disclosed cDNA is believed to reside on chromosome 13. 
Accordingly, polynucleotides related to this invention are useful as a marker in linkage 
analysis for chromosome 1 3. 

It has been discovered that this gene is expressed primarily in the following 
tissues/cDNA libraries: Activated T-Cells, 4 hrs. subtracted; Human Activated Monocytes. 
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The tissue distribution in immune cells and homology to immune-responsive gene I 
indicates the polynucleotides and po.ypeptides corresponding to this gene would be useful 
for the diagnosis and treatment of a variety of immune system disorders. Representative uses 
arc described in the "Immune Activity" and "Infectious Disease" sections below, in Example 
5 11, 13, 14, .6. 18, ,9, 20, and 27, and elsewhere herein. Briefly, the expression indicates a 
role .n regulating the proliferation; survival; differentiation; and/or activation of 
hematopoietic cell lineages, including blood stem cells. Involvement in the regulation of 
cytokine production, antigen presentation, or other processes suggests a usefulness for 
treatment of cancer (e.g. by boosting immune responses). Expression in cells of lymphoid 
ongm. indicates the natural gene product would be involved in immune functions. Therefore 
>t would also be useful as an agent for immunological disorders including arthritis, asthma 
.mmunodeficiency diseases such as AIDS, leukemia, rheumatoid arthritis, eranulomatous 
d-sease, mflammatory bowel disease, sepsis, acne, neutropenia, neutrophilia, psoriasis 
hypersensitivities, such as T-cel. mediated cytotoxicity; immune .actions to transplanted 
organs and tissues, such as hos,-versus- gra f, and gra ft-versus-host drseases, or autormmunity 
drsonlers, such as autoimmune infertility, lense tissue injury, demyelination, systemic lupus 
erythematous, drug induced hemolytic anemia, rheumatoid arthritis. Sjogren's disease, and 
scleroderma. Moreover, the protein may represent a secreted factor that influences the 
differentiation or behavior of other blood cells, or that recruits hematopoietic ce.ls to sites of 
."jury. Thus, this gene product is thought to be useful in the expansion of stem cells and 
committed progenitors of various blood lineages, and in the differentiation and/or 
proliferation of various cell types. Furthermore, the protein may also be used to determine 
b-ologica. activity, raise antibodies, as tissue markers, to isolate cognate ligands or receptors 
«o -dentrfy agents that modulate their interactions, in addition to its use as a nutritional 
supplement. Protein, as well as, antibodies directed against the protein may show utility as a 
tumor marker and/or immunotherapy targets for the above listed tissues. 

Many polynucleotide sequences, such as EST sequences, are publicly available and 
accessrble through sequence databases. Some of these sequences are related to SEQ ID 
NO;58 and may have been publicly available prior to conception of the present invention 
Preferably, such related polynucleotides are specifically excluded from the scope of the 
present invention. To list every related sequence would be cumbersome. According.y 
preferably excluded from the present invention are one or more polynucleotides comprising a 
nucleotide sequence described by the genera, formula of a-b. where a is any integer between 
1 «o .763 of SEQ ID NO:58, b is an integer of ,5 to 1 777. where both a and b correspond to 
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the positions of nucleotide residues shown in SEQ ID NO:58, and where b is greater than or 
equal to a + 14. 
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Table 1 summarizes the information corresponding to each "Gene No." described 
above. The nucleotide sequence identified as "NT SEQ ID NO:X" was assembled 
from partially homologous ("overlapping") sequences obtained from the "cDNA 
clone ID" identified in Table 1 and, in some cases, from additional related DNA 
5 clones. The overlapping sequences were assembled into a single contiguous sequence 
of hagh redundancy (usually three to five overlapping sequences at each nucleotide 
position), resulting in a final sequence identified as SEQ ID NO.X. 

The cDNA Clone ID was deposited on the date and given the correspond^ 
deposit number listed in "ATCC Deposit No:Z and Date." Some of the deposits " 
10 contain multiple different clones corresponding to the same gene. "Vector" refers to 
the type of vector contained in the cDNA Clone ID. 

"Total NT Seq." refers to the total number of nucleotides in the contig 
identified by "Gene No." The deposited clone may contain all or most of these 
sequences, reflected by the nucleotide position indicated as "5' NT of Clone Seq " 
!5 ^ ^ " 3 ' NT ° f QOne S *> " ° f SE Q "> NO:X. The nucleotide position of SEQ ,D 
NO:X of the putative start codon (methionine) is identified as "5' NT of Start Codon " 
Similarly , the nucleotide position of SEQ ID NO:X of the predicted signal sequence 
is identified as "5' NT of First AA of Signal Pep." 

The translated amino acid sequence, beginning with the methionine is 
> identified as "AA SEQ ID NO. Y," although other reading frames can also be easily 
translated using known molecular biology techniques. The polypeptides produced by 
these alternative open reading frames are specifically contemplated by the present 



invention. 
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The first and last amino acid position of SEQ ID NO:Y of the predicted signal 
peptide is identified as "Firs, AA of Sig Pep" and "Last AA of Sig Pep." The 
predicted first amino acid position of SEQ ID NO:Y of the secreted portion is 
identified as "Predicted First AA of Secreted Portion." Finally, the amino acid 
position of SEQ ID NO. Y of the last amino acid in the open reading frame is 
identified as "Last AA of ORE" 

SEQ ID NO:X (where X may be any of the polynucleotide sequences 
disclosed in the sequence listing) and the translated SEQ ID NO: Y (where Y may be 
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any of the polypeptide sequences disclosed in the sequence listing) are sufficiently 
accurate and otherwise suitable for a variety of uses well known in the art and 
described further below. For instance. SEQ ID NO.X is useful for designing nucleic 
acid hybridization probes that will deteot nucleic acid sequences contained in SEQ ID 
5 NO:X or the cDNA contained in the deposited clone. These probes will also 

hybridize to nucleic acid molecules in biological samples, thereby enabling a variety 
of forensic and diagnostic methods of the invention. Similarly, polypeptides 
identified from SEQ ID NO: Y may be used, for example, to generate antibodies 
which btnd specifically to proteins containing the polypeptides and the secreted 
10 prolans encoded by the cDNA clones identified in Table 1. 

Nevertheless, DNA sequences generated by sequencing reactions can contain 
sequencing errors. The errors exist as misidentified nucleotides, or as insertions or 
delettons of nucleotides in the generated DNA sequence. The erroneously mserted or 
deleted nucleotides cause frame shifts in the reading f ram es of the predicted amino 
15 aad sequence. In these cases, the predicted amino acid sequence diverges from the 
actual ammo acid sequence, even though the generated DNA sequence may be greater 
than 99.9% identical to the actual DNA sequence (for example, one base insertion or 
deletion in an open reading frame of over 1000 bases). 

Accordingly, for those applicauons requiring precision in the nucleotide 
20 sequence or the amino acid sequence, the present invention provides not only the 
generated nucleotide sequence identified as SEQ ID NO:X and the predicted 
translated amino acid sequence identified as SEQ ID NO: Y, but also a sample of 
plasmid DNA containing a human cDNA of the invention deposited with the ATCC 
as set forth in Table 1. The nucleotide sequence of each deposited clone can readily' 
be determined by sequencing the deposited clone in accordance with known methods 
The predicted amino acid sequence can then be verified from such deposits 
Moreover, the amino acid sequence of the protein encoded by a particular clone can 
also be directly determined by peptide sequencing or by expressing the protein in a 
suitable host cell containing the deposited human cDNA, collecting the protein, and 
30 determining its sequence. 
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The present invention also relates to the genes corresponding to SEQ ID 
NO:X, SEQ ID NO:Y, or the deposited clone. The corresponding gene can be 
isolated in accordance with known methods using the sequence information disclosed 
herein. Such methods include preparing probes or primers from the disclosed 
sequence and identifying or amplifying the corresponding gene from appropriate 
sources of genomic material. 

Also provided in the present invention are allelic variants, orthologs, and/or 
species homologs. Procedures known in the art can be used to obtain full-length 
genes, allelic variants, splice variants, full-length coding portions, orthologs, and/or 
species homologs of genes corresponding to SEQ ID NO:X, SEQ ID NO:Y, or a 
deposited clone, using information from the sequences disclosed herein or the clones 
deposited with the ATCC. For example, allelic variants and/or species homologs may 
be isolated and identified by making suitable probes or primers from the sequences 
provided herein and screening a suitable nucleic acid source for allelic variants and/or 
15 the desired homologue. 

The polypeptides of the invention can be prepared in any suitable manner. 
Such polypeptides include isolated naturally occurring polypeptides, recombinantly 
produced polypeptides, synthetically produced polypeptides, or polypeptides 
produced by a combination of these methods. Means for preparing such polypeptides 
20 are well understood in the art. 

The polypeptides may be in the form of the secreted protein, including the . 
mature form, or may be a part of a larger protein, such as a fusion protein (see below). 
It is often advantageous to include an additional amino acid sequence which contains 
secretory or leader sequences, pro-sequences, sequences which aid in purification , 
such as multiple histidine residues, or an additional sequence for stability during 
recombinant production. 

The polypeptides of the present invention are preferably provided in an 
isolated form, and preferably are substantially purified. A recombinantly produced 
version of a polypeptide, including the secreted polypeptide, can be substantially 
purified using techniques described herein or otherwise known in the art, such as, for 
example, by the one-step method described in Smith and Johnson, Gene 67:31-40 
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(1988). Polypeptides of the invention also can be purified from natural, synthetic or 
recombinant sources using techniques described herein or otherwise known in the art, 
such as, for example, antibodies of the invention raised against the secreted protein. 

The present invention provides a polynucleotide comprising, or alternatively 
consisting of, the nucleic acid sequence of SEQ ID NO:X, and/or a cDNA contained 
in ATCC deposit Z. The present invention also provides a polypeptide comprising, or 
alternatively, consisting of, the polypeptide sequence of SEQ ID NO:Y and/or a 
polypeptide encoded by the cDNA contained in ATCC deposit Z. Polynucleotides 
encoding a polypeptide comprising, or alternatively consisting of the polypeptide 
sequence of SEQ ID NO: Y and/or a polypeptide sequence encoded by the cDNA 
contained in ATCC deposit Z are also encompassed by the invention. 
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Signal Sequences 

The present invention also encompasses mature forms of the polypeptide 
having the polypeptide sequence of SEQ ID NO:Y and/or the polypeptide sequence 
encoded by the cDNA in a deposited clone. Polynucleotides encoding the mature 
forms (such as, for example, the polynucleotide sequence in SEQ ID NO.X and/or the 
polynucleotide sequence contained in the cDNA of a deposited clone) are also 
encompassed by the invention. According to the signal hypothesis, proteins secreted 
20 by mammalian cells have a signal or secretary leader sequence which is cleaved from 
the mature protein once export of the growing protein chain across the rough 
endoplasmic reticulum has been initiated. Most mammalian cells and even insect 
cells cleave secreted proteins with the same specificity. However, in some cases, 
cleavage of a secreted protein is not entirely uniform, which results in two or more 
25 mature species of the protein. Further, it has long been known that cleavage 

specificity of a secreted protein is ultimately determined by the primary structure of 
the complete protein, that is, it is inherent in the amino acid sequence of the 
polypeptide. 

Methods for predicting whether a protein has a signal sequence, as well as the 
30 cleavage point for that sequence, are available. For instance, the method of 

McGeoch, Virus Res. 3:271-286 (1985), uses the information from a short N-terminal 
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charged region and a subsequent uncharged region of the complete (uncleaved) 
protein. The method of von Heinjc, Nucleic Acids Res. 14:4683-4690 (1986) uses the 
information from the residues surrounding the cleavage site, typically residues -13 to 
+2, where +1 indicates the amino terminus of the secreted protein. The accuracy of 
5 predicting the cleavage points of known mammalian secretory proteins for each of 
these methods is in the range of 75-80%. (von Heinje, supra.) However, the two 
methods do not always produce the same predicted cleavage point(s) for a given 
protein. 

In the present case, the deduced amino acid sequence of the secreted 
10 polypeptide was analyzed by a computer program called SignalP (Henrik Nielsen e, 
al., Protein Engineering 10:1-6 (1997)), which pred.cts the cellular location of a 
protein based on the amino acid sequence. As part of this computational prediction of 
locahzation, the methods of McGeoch and von Heinje are incorporated. The analvsis 
of the amino acid sequences of the secreted proteins described herein by this program 
1 5 provided the results shown in Table 1 . 

As one of ordinary skill would appreciate, however, cleavage sites sometimes 
vary from organism to organism and cannot be predicted with absolute certainty. 
Accordingly, the present invention provides secreted polypeptides having a sequence 
shown in SEQ ID NO: Y winch have an N-terminus beginmng within 5 residues (i e 
20 + or - 5 residues) of the predicted cleavage point. Similarly, it is also recognized that 
» some cases, cleavage of the signal sequence from a secreted protein is not entirely 
umform, resulting in more than one secreted species. These polypeptides, and the 
polynucleotides encoding such polypeptides, are contemplated by the present 
invention. 

Moreover, the signal sequence identified by the above analysis may not 
necessarily predict the naturally occurring signal sequence. For example, the 
naturally occurring signal sequence may be further upstream from the predicted signal 
sequence. However, it is likely that the predicted signal sequence will be capable of 
dueenng the secreted protein to the ER. Nonetheless, the present invention provides 
the mature protein produced by expression of the polynucleotide sequence of SEQ ID 
NO:X and/or the polynucleotide sequence contained in the cDNA of a deposited 
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done, in a mammaJian cell (e.g., COS cells, as desribed below). These polypeptides, 
and the polynucleotides encoding such polypeptides, are contemplated by the present 



invention. 



30 



5 Pplynucleotlrip and Polvp»prt j e Variantc 

The present invention is directed to variants of the polynucleotide sequence 
disclosed in SEQ ID NO:X, the complementary strand thereto, and/or the cDNA 
sequence contained in a deposited clone. 

The present invention also encompasses variants of the polypeptide sequence 
10 disclosed in SEQ ID NO: Y and/or encoded by a deposited clone. 

"Variant" refers to a polynucleotide or polypeptide differing from the 
polynucleotide or polypeptide of the present invention, but retaining essential 
properties thereof. Generally, variants are overall closely similar, and, in many 
regions, identical to the polynucleotide or polypeptide of the present invention. 
5 The present invention is also directed to nucleic acid molecules which 

comprise, or alternatively consist of, a nucleotide sequence which is at least 80% 
85%, 90%. 95%, 96%, 97%, 98% or 99% identical to. for example, the nucleotide 
codmg sequence in SEQ ID NO:X or the complementary strand thereto, the 
nucleotide coding sequence contained in a deposited cDNA clone or the 
3 complementary strand thereto, a nucleotide sequence encoding the polypeptide of 
SEQ ID NO: Y, a nucleotide sequence encoding the polypeptide encoded by the 
cDNA contained in a deposited clone, and/or polynucleotide fragments of any of 
these nucleic acid molecules (e.g., those fragments described herein). 
Polynucleotides which hybridize to these nucleic acid molecules under stringent 
hybridization conditions or lower stringency conditions are also encompassed by the ■ 
invention, as are polypeptides encoded by these polynucleotides. 

The present invention is also directed to polypeptides which comprise, or 
alternatively consist of, an amino acid sequence which is at least 80%, 85% 90% 
95%, 96%, 97%, 98%, 99% identical to, for example, the polypeptide sequence 
shown in SEQ ID NO: Y, the polypeptide sequence encoded by the cDNA contained 
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in a deposited clone, and/or polypeptide fragments of any of these polypeptides (e.g., 
those fragments described herein). 

By a nucleic acid having a nucleotide sequence at least, for example, 95% 
"identical" to a reference nucleotide sequence of the present invention, it is intended 
5 that the nucleotide sequence of the nucleic acid is identical to the reference sequence 
except that the nucleotide sequence may include up to five point mutations per each 
100 nucleotides of the reference nucleotide sequence encoding the polypeptide. In 
other words, to obtain a nucleic acid having a nucleotide sequence at least 95% 
identical to a reference nucleotide sequence, up to 5% of the nucleotides in the 
10 reference sequence may be deleted or substituted with another nucleotide, or a 

number of nucleotides up to 5% of the total nucleotides in the reference sequence may 
be inserted into the reference sequence. The query sequence may be an entire 
sequence shown inTable 1, the ORF (open reading frame), or any fragment specified 
as described herein. 

As a practical matter, whether any particular nucleic acid molecule or 
polypeptide is at least 80%, 85%, 90%, 95%, 96%, 97%, 98% or 99% identical to a 
nucleotide sequence of the presence invention can be determined conventionally 
using known computer programs. A preferred method for determining the best 
overall match between a query sequence (a sequence of the present invention) and a 
subject sequence, also referred to as a global sequence alignment, can be determined 
using the FASTDB computer program based on the algorithm of Brutlag et al. (Comp 
App. Biosci. 6:237-245(1990)). In a sequence alignment the query and subject 
sequences are both DNA sequences. An RNA sequence can be compared by 
converting ITs to T's. The result of said global sequence alignment is in percent 
identity. Preferred parameters used in a FASTDB alignment of DNA sequences to 
calculate percent identiy are: Matrix=Unitary, k-tuple=4, Mismatch Penalty=l, 
Joining Penalty=30, Randomization Group Lengths, Cutoff Score=l, Gap 
Penalty=5, Gap Size Penalty 0.05, Window Size=500 or the lenght of the subject 
nucleotide sequence, whichever is shorter. 

If the subject sequence is shorter than the query sequence because of 5' or 3' 
deletions, not because of internal deletions, a manual correction must be made to the 
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results. This is because the FASTDB program does not account for 5' and 3' 
truncations of the subject sequence when calculating percent identity. For subject 
sequences truncated at the 5" or 3' ends, relative to the query sequence, the percent 
identity ts corrected by calculating the number of bases of the query sequence that are 
5 5' and 3' of the subject sequence, which are no, matched/aligned, as a percent of the 
total bases of the query sequence. Whether a nucleotide is matched/aligned is 
determined by results of the FASTDB sequence alignment. This percentage is then 
subtracted from the percent identity, calculated by the above FASTDB fcro.ram usin* 
the specified parameters, to arrive at a final percent identity score. This corrected 
10 score is what is used for the purposes of the present invention. Only bases outside the 
5 and 3' bases of the subject sequence, as displayed by the FASTDB alignment 
which are not matched/aligned with the query sequence, are calculated for the 
purposes of manually adjusting the percent identity score. 

For example, a 90 base subject sequence is aligned to a 100 base query 
15 sequence to determine percent identity. The deletions occur at the 5' end of the 
subject sequence and therefore, the FASTDB alignment does not show a 
matched/absent of the first 10 bases at 5' end. The ,0 unpaired bases represent 
10% of the sequence (number of bases at the 5> and 3' ends no. matched/total number 
of bases M the query sequence) so .0% is subtracted from the percent identity score 
20 calculated by the FASTDB program. If the remaining 90bases were perfectly 
matched the final percent identity would be 90%. In another example, a 90 base 
subject sequence is compared with a 100 base query sequence. This time the 
delettons are internal deletions so that there are no bases on the 5' or 3' of the subject 
sequence which are not matched/aligned with the query. In this case the percent 
25 .dentitycalculatedbyFASTDBisnotmanuallycorrected. Once again, only bases 5' 
and 3' of the subject sequence which are not matched/aligned with the query sequence 
are manually corrected for. No other manual corrections are to made for the purposes 
of the present invention. 

By a polypeptide having an amino acid sequence a. least, for example, 95% 
"uienucar to a query amino acid sequence of the present invention, it is intended that 
the ammo acid sequence of the subject polypeptide is identical to the query sequence 
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except that the subject polypeptide sequence may include up to f.ve amino acid 
alterations per each 100 amino acids of the query amino acid sequence. In other 
words, to obtain a polypeptide having an amino acid sequence at least 95% identical 
to a query amino acid sequence, up to 5% of the amino acid residues in the subject 
sequence may be inserted, deleted, (indels) or substituted with another amino acid. 
These alterations of the reference sequence may occur at the amino or carboxy 
terminal positions of the reference amino acid sequence or anywhere between those 
terminal positions, interspersed either individually among residues in the reference 
sequence or in one or more contiguous groups within the reference sequence. 

As a practical matter, whether any particular polypeptide is at least 80%, 85%, 
90%, 95%, 96%, 97%, 98% or 99% identical to, for instance, an amino acid 
sequences shown in Table 1 (SEQ ID NO: Y) or to the amino acid sequence encoded 
by cDNA contained in a deposited clone can be determined conventionally using 
known computer programs. A preferred method for detcrming the best overall match 
between a query sequence (a sequence of the present invention) and a subject 
sequence, also referred to as a global sequence alignment, can be determined using 
the FASTDB computer program. based on the algorithm of Brutlag et al. (Comp. App. 
Biosci. 6:237-245(1990)). In a sequence alignment the query and subject sequences 
are either both nucleotide sequences or both amino acid sequences. The result of said 
global sequence alignment is in percent identity. Preferred parameters used in a 
FASTDB amino acid alignment are: Matrix=PAM 0. k-tuple=2. Mismatch 
Penalty=l, Joining Penalty=20, Randomization Group Length=0, Cutoff Score=l, 
Window Size=sequence length, Gap Penalty=5, Gap Size Penalty=0.05, Window 
Size=500 or the length of the subject amino acid sequence, whichever is shorter. 

If the subject sequence is shorter than the query sequence due to N- or C- 
terminal deletions, not because of internal deletions, a manual correction must be 
made to the results. This is because the FASTDB program does not account for N- 
and C-terminal truncations of the subject sequence when calculating global percent 
identity. For subject sequences truncated at the N- and C-termini, relative to the 
query sequence, the percent identity is corrected by calculating the number of residues 
of the query sequence that are N- and C-terminal of the subject sequence, which are 
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not matched/aligned with a corresponding subject residue, as a percent of the total 
bases of the query sequence. Whether a residue is matched/aligned is determined by 
results of the FASTDB sequence alignment. This percentage is then subtracted from 
the percent identity, calculated by the above FASTDB program using the specified 
5 parameters, to arrive at a final percent identity score. This final percent identity score 
is what is used for the purposes of the present invention. Only residues to the N- and 
C-termini of the subject sequence, which are not matched/aligned with the query 
sequence, are considered for the purposes of manually adjusting the percent identity 
score. That is, only query residue positions outside the farthest N- and C-tcrminal 
10 residues of the subject sequence. 

For example, a 90 amino acid residue subject sequence is aligned with a 100 
residue query sequence to determine percent identity. The deletion occurs at the N- 
terminus of the subject sequence and therefore, the FASTDB alignment does not 
show a matching/alignment of the first 10 residues at the N-terminus. The 10 
unpaired residues represent 10% of the sequence (number of residues at the N- and C- 
termini not matched/total number of residues in the query sequence) so 10% is 
subtracted from the percent identity score calculated by the FASTDB program. If the 
remaining 90 residues were perfectly matched the final percent identity would be 
90%. In another example, a 90 residue subject sequence is compared with a 100 
residue query sequence. This time the deletions are internal deletions so there arc no 
residues at the N- or C-termini of the subject sequence which are not matched/aligned 
with the query. In this case the percent identity calculated by FASTDB is not 
manually corrected. Once again, only residue positions outside the N- and C-terminal 
ends of the subject sequence, as displayed in the FASTDB alignment, which are not 
matched/aligned with the query sequnce are manually corrected for. No other manual 
corrections are to made for the purposes of the present invention. 

The variants may contain alterations in the coding regions, non-coding 
regions, or both. Especially preferred are polynucleotide variants containing 
alterations which produce silent substitutions, additions, or deletions, but do not alter 
the properties or activities of the encoded polypeptide. Nucleotide variants produced 
by silent substitutions due to the degeneracy of the genetic code are preferred. 
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Moreover, variants in which 5-10, 1-5, or 1-2 amino acids are substituted, deleted, or 
added in any combination are also preferred. Polynucleotide variants can be produced 
for a variety of reasons, e.g., to optimize codon expression for a particular host 
(change codons in the human mRNA to those preferred by a bacterial host such as E. 
5 coli). 

Naturally occurring variants are called "allelic variants," and refer to one of 
several alternate forms of a gene occupying a given locus on a chromosome o/an 
organism. (Genes II, Lewin. B., ed., John Wiley & Sons, New York (1985).) These 
allelic variants can vary at cither the polynucleotide and/or polypeptide level and are 
10 included in the present invention. Alternatively, non-naturally occurring variants may 
be produced by mutagenesis techniques or by direct synthesis. 

Using known methods of protein engineering and recombinant DNA 
technology, variants may be generated to improve or alter the characteristics of the 
polypeptides of the present invention. For instance, one or more amino acids can be 
deleted from the N-terminus or C-terminus of the secreted protein without substantial 
loss of biological function. The authors of Ron et al., J. Biol. Chem. 268: 2984-2988 
(1993), reported variant KGF proteins having heparin binding activity even after 
deleting 3, 8, or 27 amino-terminal amino acid residues. Similarly, Interferon gamma 
exhibited up to ten times higher activity after deleting 8-10 amino acid residues from 
the carboxy terminus of this protein. (Dobeli et al., J. Biotechnology 7: 199-216 
(1988).) 

Moreover, ample evidence demonstrates that variants often retain a biological 
activity similar to that of the naturally occurring protein. For example, Gayle and" 
coworkers (J. Biol. Chem 268:22105-221 1 1 (1993)) conducted extensive mutational 
analysis of human cytokine IL-la. They used random mutagenesis to generate over 
3,500 individual IL-la mutants that averaged 2.5 amino acid changes per variant over 
the entire length of the molecule. Multiple mutations were examined at every 
possible amino acid position. The investigators found that "[m]ost of the molecule 
could be altered with Utile effect on either [binding or biological activity]." (See, 
Abstract.) In fact, only 23 unique amino acid sequences, out of more than 3,500 
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nucleotide sequences examined, produced a protein that significantly differed in 
activity from wild-type. 

Furthermore, even if deleting one or more amino acids from the N-terminus or 
C-terminus of a polypeptide results in modification or loss of one or more biological 
5 functions, other biological activities may still be retained. For example, the ability of 
a deletion variant to induce and/or to bind antibodies which recognize the secreted 
form will likely be retained when less than the majority of the residues of the secreted 
form are removed from the N-terminus or C-terminus. Whether a particular 
polypeptide lacking N- or C-terminal residues of a protein retains such immunogenic 
10 activities can readily be determined by routine methods described herein and 
otherwise known in the art. 

Thus, the invention further includes polypeptide variants which show 
substantial biological activity. Such variants include deletions, insertions, 
inversions, repeats, and substitutions selected according to general rules known in the 
art so as have little effect on activity. For example, guidance concerning how ,o make 
phenotypically silent amino acid substitutions is provided in Bowie et ah. Science 
247:1306-1310 (1990), wherein the authors indicate that there are two main strategies 
for studying the tolerance of an amino acid sequence to change. 

The first strategy exploits the tolerance of amino acid substitutions by natural 
selection during the process of evolution. By comparing amino acid sequences in 
different species, conserved amino acids can be identified. These conserved amino 
acids are likely important for protein function. In contrast, the amino acid positions 
where substitutions have been tolerated by natural selection indicates that these 
positions are not critical for protein function. Thus, positions tolerating amino acid 
substitution could be modified while still maintaining biological activity of the 
protein. 

The second strategy uses genetic engineering to introduce amino acid changes 
at specific positions of a cloned gene to identify regions critical for protein function. 
For example, site directed mutagenesis or alanine-scanning mutagenesis (introduction 
of single alanine mutations at every residue in the molecule) can be used. 
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(Cunningham and Wells, Science 244:1081-1085 (1989).) The resulting mutant 
molecules can then be tested for biological activity. 

As the authors state, these two strategies have revealed that proteins are 
surprisingly tolerant of amino acid substitutions. The authors further indicate which 
5 amino acid changes are likely to be permissive at certain amino acid positions in the 
protein. For example, most buried (within the tertiary structure of the protein) amino 
acid residues require nonpolar side chains, whereas few features of surface side chains 
are generally conserved. Moreover, tolerated conservative amino acid substitutions 
involve replacement of the aliphatic or hydrophobic amino acids Ala. Val, Leu and 
10 He; replacement of the hydroxyl residues Ser and Thr; replacement of the acidic 

residues Asp and Glu; replacement of the amide residues Asn and Gin, replacement of 
the basic residues Lys, Arg, and His; replacement of the aromatic residues Phe, Tyr, 
and Trp, and replacement of the small-sized amino acids Ala, Ser, Thr, Met, and Gly. 

Besides conservative amino acid substitution, variants of the present invention 
include (i) substitutions with one or more of the non-conserved amino acid residues, 
where the substituted amino acid residues may or may not be one encoded by the 
genetic code, or (ii) substitution with one or more of amino acid residues having a 
substituent group, or (iii) fusion of the mature polypeptide with another compound, 
such as a compound to increase the stability and/or solubility of the polypeptide (for 
example, polyethylene glycol), or (iv) fusion of the polypeptide with additional amino 
acids, such as, for example, an IgG Fc fusion region peptide, or leader or secretory 
sequence, or a sequence facilitating purification. Such variant polypeptides are 
deemed to be within the scope of those skilled in the art from the teachings herein. 

For example, polypeptide variants containing amino acid substitutions of 
charged amino acids with other charged or neutral amino acids may produce proteins 
with improved characteristics, such as less aggregation. Aggregation of 
pharmaceutical formulations both reduces activity and increases clearance due to the 
aggregate's immunogenic activity. (Pinckard et al., Clin. Exp. Immunol. 2:331-340 
(1967); Robbins et al., Diabetes 36: 838-845 (1987); Cleland et al., Crit. Rev. 
30 Therapeutic Drug Carrier Systems 10:307-377 (1993).) 

A further embodiment of the invention relates to a polypeptide which 
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comprises the amino acid sequence of the present invention having an amino acid 
sequence which contains at least one amino acid substitution, but not more than 50 
amino acid substitutions, even more preferably, not more than 40 amino acid 
substitutions, still more preferably, not more than 30 amino acid substitutions, and 
5 still even more preferably, not more than 20 amino acid substitutions. Of course, in 
order of ever-increasing preference, it is highly preferable for a peptide or polypeptide 
to have an amino acid sequence which comprises the amino acid sequence of the 
present invention, which contains at least one, but not more than 10, 9, 8, 7, 6, 5, 4, 3, 
2 or 1 amino acid substitutions. In specific embodiments, the number of additions, 
1 0 substitutions, and/or deletions in the amino acid sequence of the present invention or 
fragments thereof (e.g., the mature form and/or other fragments described herein), is 
1-5, 5-10, 5-25, 5-50, 10-50 or 50-150, conservative amino acid substitutions are 
preferable. 

15 Polynucleotide and Polype ptide Frag ment* 

The present invention is also directed to polynucleotide fragments of the 
polynucleotides of the invention. 

In the present invention, a "polynucleotide fragment" refers to a short 
polynucleotide having a nucleic acid sequence which: is a portion of that contained in 

20 a deposited clone, or encoding the polypeptide encoded by the cDNA in a deposited 
clone; is a portion of that shown in SEQ ID NO:X or the complementary strand 
thereto, or is a portion of a polynucleotide sequence encoding the polypeptide of SEQ 
ID NO:Y. The nucleotide fragments of the invention are preferably at least about 15 
nt, and more preferably at least about 20 nt, still more preferably at least about 30 nt, 

>5 and even more preferably, at least about 40 nt, at least about 50 nt, at least about 75 
nt, or at least about 150 nt in length. A fragment "at least 20 nt in length," for 
example, is intended to include 20 or more contiguous bases from the cDNA 
sequence contained in a deposited clone or the nucleotide sequence shown in SEQ ID 
NO:X. In this context "about" includes the particularly recited value, a value larger 

10 or smaller by several (5, 4, 3, 2, or 1 ) nucleotides, at either terminus or at both 

termini. These nucleotide fragments have uses that include, but are not limited to, as 
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diagnostic probes and primers as discussed herein. Of course, larger fragments (e g 
50, 150, 500, 600, 2000 nucleotides) are preferred. 

Moreover, representative examples of polynucleotide fragments of the 
invention, include, for example, fragments comprising, or alternatively consisting of 
5 a sequence from about nucleotide number 1-50, 51-100, 101-150, 151-200 201-250 
251-300, 301-350, 351-400, 40.-450, 451-500, 501-550, 551-600, 65.-700 701-750 
751-800,800-850,851-900,901-950,95.-1000, 1001-1050, 1051-1100, 1,0,-1,50 ' 
H51-1200, ,20,-1250, 1251-1300, 1301-1350, 1351-1400, 140,-1450, ,451-1500 ' 
150,-1550, 1551-1600, 1601-1650. ,65,-,700, ,70,-,750, .75,-,800, 1801-185 0 ' 

10 1 85,-,900,,90,-,950.,95,-2000,or200,totheendofSEQIDNO:Xorthe 
commentary strand thereto, or the cDNA contained in a deposited Cone. In this 
context "about" indudes the particu,ar,y recited ranges, and ranges ,arger or sma„er 
by sevem, (5, 4, 3, 2, or 1) nucleotides, a, either terminus or at both termini 
Preferab.y, these fragments encode a poJypeptide which has bioJogica. activity More 
15 preferabJy, these po,ynuc,eotides can be used as probes or primers as discussed 
herein. PoJynucleotides which hybridize to these nucleic acid molecuJes under 
stnngent hybridization conditions or Jower stringency conditions are a,so 
encompassed by the invention, as are polypeptide, encoded by these P o,ynuc,eotides 
In the present invention, a "poJypeptide fragment" refers to an amino acid 
20 sequence which is a portion of that contained in SEQ ID NO: Y or encoded by the 
cDNA contained in a deposited Cone. Protein (polypeptide) fragments may be "free- 
standmg," or comprised within a larger polypeptide of which the fragment forms a 
part or region, most preferably as a single continuous region. Representative 
examples of polypeptide fragments of the invention, include, forexamp.e, fragments 
compnsmg, or alternatively consisting of, from about amino acid number 1-20 2.-40 
41-60,61-80,81-100, .02-120, 121-140, ,4,-,60, or .6. to the end of the cod^ 
-gum. Moreover, polypeptide fragments can be about 20, 30, 40, 50, 60, 70 80 % 

100, 1 10, 120, 130, 140, or 150 amino acids in length. In this context "about" 
include, the particularly recited ranges or values, and ranges or values larger or 

30 S ^°yseveral(5, 4,3,2^ 

Polynucleotides encoding these polypeptides are also encompassed by the invention 
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Preferred polypeptide fragments include the secreted protein as well as the 
mature form. Further preferred polypeptide fragments include the secreted protein or 
the mature form having a continuous series of deleted residues from the amino or the 
carboxy terminus, or both. For example, any number of amino acids, ranging from 1- 
5 60, can be deleted from the amino terminus of either the secreted polypeptide or the 
mature form. Similarly, any number of amino acids, ranging from 1-30, can be 
deleted from the carboxy terminus of the secreted protein or mature form. 
Furthermore, any combination of the above amino and carboxy terminus deletions are 
preferred. Similarly, polynucleotides encoding these polypeptide fragments are also 
10 preferred. 

Also preferred are polypeptide and polynucleotide fragments characterized by 
structural or functional domains, such as fragments that comprise alpha-helix and 
alpha-helix forming regions, beta-sheet and beta-sheet-forming regions, turn and turn- 
forming regions, coil and coil-forming regions, hydrophilic regions, hydrophobic 
15 regtons, alpha amphipathic regions, beta amphipathic regions, flexible regions, 

surface-forming regions, substrate binding region, and high antigenic index regions 
Polypeptide fragments of SEQ ID NO:Y falling within conserved domains are 
specifically contemplated by the present invention. Moreover, polynucleotides 
encoding these domains are also contemplated. 

Other preferred polypeptide fragments are biologically active fragments 
Btologically active fragments are those exhibiting activity similar, but not necessarily 
identical, to an activity of the polypeptide of the present invention. The biological 
activity of the fragments may include an improved desired activity, or a decreased 
undesirable activity. Polynucleotides encoding these polypeptide fragments are also 
25 encompassed by the invention. 

Preferably, the polynucleotide fragments of the invention encode a 
polypeptide which demonstrates a functional activity. By a polypeptide 
demonstrating a "functional activity" is meant, a polypeptide capable of displaying 
one or more known functional activiues associated with a full-length (complete) 
polypeptide of invention protein. Such functional activities include, but are not 
hmited to, biological activity, antigenicity [ability t0 bind (or compete with a 
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polypeptide of the invention for binding) to an antibody to the polypeptide of the 
invention], immunogenic^ (ability to generate antibody which binds to a polypeptide 
of the invention), ability to form multimers with polypeptides of the invention, and 
ability to bind to a receptor or ligand for a polypeptide of the invention. 
5 The functional activity of polypeptides of the invention, and fragments, 

variants derivatives, and analogs thereof, can be assayed by various methods. 

For example, in one embodiment where one is assaying for the ability to bind 
or compete with full-length polypeptide of the invention for binding to an antibody of 
the polypeptide of the invention, various immunoassays known in the art can be used, 
10 including but not limited to, competitive and non-competitive assay systems using 
techniques such as radioimmunoassays, ELISA (enzyme linked immunosorbent 
assay), "sandwich" immunoassays, immunoradiometric assays, gel diffusion 
precipitation reactions, immunodiffusion assays, in situ immunoassays (using 
colloidal gold, enzyme or radioisotope labels, for example), western blots, 
15 precipitation reactions, agglutination assays (e.g., gel agglutination assays, 

hemagglutination assays), complement fixation assays, immunofluorescence assays, 
protein A assays, and immunoelectrophoresis assays, etc. In one embodiment, 
antibody binding is detected by detecting a label on the primary antibody. In another 
embodiment, the primary antibody is detected by detecting binding of a secondary 
20 antibody or reagent to the primary antibody. In a further embodiment, the secondary 
antibody is labeled. Many means arc known in the art for detecting binding in an 
immunoassay and are within the scope of the present invention. 

In another embodiment, where a ligand for a polypeptide of the invention 
identified, or the ability of a polypeptide fragment, variant or derivative of the 
25 invention to multimerize is being evaluated, binding can be assayed, e.g., by means 
well-known in the art, such as, for example, reducing and non-reducing gel 
chromatography, protein affinity chromatography, and affinity blotting. See 
generally, Phizicky, E., et al., 1995, Microbiol. Rev. 59:94-123. In another 
embodiment, physiological correlates of binding of a polypeptide of the invention to 
30 its substrates (signal transduction) can be assayed. 
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In addition, assays described herein (see Examples) and otherwise known in 
the art may routinely be applied to measure the ability of polypeptides of the 
invention and fragments, variants derivatives and analogs thereof to elicit related 
biological activity related to that of the polypeptide of the invention (either in vitro or 
m vivo). Other methods will be known to the skilled artisan and are within the scope 
of the invention. 
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Epitopes and Antibodies 

The present invention encompasses polypeptides comprising, or alternatively 
consisting of, an epitope of the polypeptide having an amino acid sequence of SEQ ID 
NO: Y, or an epitope of the polypeptide sequence encoded by a polynucleotide 
sequence contained in ATCC depos.t No. Z or encoded by a polynucleotide that 
hybridizes to the complement of the sequence of SEQ ID NO:X or contained in 
ATCC deposit No. Z under stringent hybridization conditions or lower stringency 
hybridation conditions as defined supra. The present invention further encompasses 
polynucleotide sequences encoding an epitope of a polypeptide sequence of the 
invention (such as, for example, the sequence disclosed in SEQ ID NO.X) 
polynucleotide sequences of the complementary strand of a polynucleotide sequence 
encoding an epitope of the invention, and polynucleotide sequences which hybridize . 
to the complementary strand under stringent hybridization conditions or lower 
stringency hybridization conditions defined supra. 

The term "epitopes," as used herein, refers to portions of a polypeptide havinc 
antigenic or immunogenic activity in an animal, preferably a mammal, and most 
preferably in a human. In a preferred embodiment, the present invention 
encompasses a polypeptide comprising an epitope, as well as the polynucleotide 
encoding this polypeptide. An "immunogenic epitope," as used herein, is defined as 
a port,on of a protein that elicits an antibody response in an animal, as determined by 
any method known in the art, for example, by the methods for generating antibodies 
described infra. (See, for example, Geysen et al., Proc. Natl. Acad. Sci USA 
81:3998- 4002 (.983)). The term "antigenic epitope," as used herein, is defined as a 
portion of a protein to which an antibody can immunospecifical.y bind its antigen as 
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determined by any method well known in the art, for example, by the immunoassays 
described herein. Immunospecific binding excludes non-specific binding but does not 
necessarily exclude cross- reactivity with other antigens. Antigenic epitopes need not 
necessarily be immunogenic. 

5 Fragments which function as epitopes may be produced by any conventional 

means. (See, e.g., Houghten, Proc. Natl. Acad. Sci. USA 82:5131-5135 (1985), 
further described in U.S. Patent No. 4,63 1 ,2 1 1 ). 

In tte present invention, antigenic epitopes preferably contain a sequence of at 
least 4, at least 5, at least 6, at least 7, more preferably at least 8, at least 9, at least 10, 
10 at least 1 1, at least 12, at least 13, at least 14, at least 15, at least 20, at least 25, at 
least 30, at least 40. at least 50, and, most preferably, between about 15 to about 30 
amino acids. Preferred polypeptides comprising immunogenic or antigenic epitopes 
are at least 10, 15, 20, 25, 30, 35, 40, 45, 50, 55, 60, 65, 70, 75, 80, 85, 90, 95, or 100 
amino acid residues in length. Additional non-exclusive preferred antigenic epitopes 
15 include the antigenic epitopes disclosed herein, as well as portions thereof. Antigenic 
epitopes are useful, for example, to raise antibodies, including monoclonal antibodies, 
that specifically bind the epitope. Preferred antigenic epitopes include the antigenic 
epitopes disclosed herein, as well as any combination of two, three, four, five or more 
of these antigenic epitopes. Antigenic epitopes can be used as the target molecules in 
20 immunoassays. (See, for instance, Wilson et al., Cell 37:767-778 (1984); Sutcliffe et 
al., Science 219:660-666 (1983)). 

Similarly, immunogenic epitopes can be used, for example, to induce 
antibodies according to methods well known in the art. (See, for instance, Sutcliffe 
et al., supra; Wilson et al., supra; Chow et al., Proc. Natl. Acad. Sci. USA 82:910- 
25 914; and Bittle et al., J. Gen. Virol. 66:2347-2354 (1985). Preferred immunogenic 
epitopes include the immunogenic epitopes disclosed herein, as well as any 
combination of two, three, four, five or more of these immunogenic epitopes. The 
polypeptides comprising one or more immunogenic epitopes may be presented for 
eliciting an antibody response together with a carrier protein, such as an albumin, to 
30 an animal system (such as rabbit or mouse), or, if the polypeptide is of sufficient 
length (at least about 25 amino acids), the polypeptide may be presented without a 
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earner. However, immunogenic epitopes comprising as few as 8 to 10 amino acids 
have been shown to be sufficient to raise antibodies capable of binding to, at the very 
least, hnear epitopes in a denatured poiypeptide (e.g., in Western blotting). 

Epitope-bearing polypeptides of the present invention may be used to induce 
anubodies according to methods well known in the art including, but not limited to 
.nv.voammunization, in vitro immunization, and phage display methods. See eg' 
Sutcliffe etal., supra; Wilson et al., supra, and Bittle et al., J. Gen. Virol., 66^347- 
2354 (198,). If i„ vivo immunization is used, animals may be immunized with free 
pept.de; however, anti-peptide antibody titer may be boosted by coupling the peptide 
toa ma crom 0 ,ecularcarrier,suchas k eyhole,impethemacyanin (KLH) or tetanus 
toxotd. For instance, peptides containing cysteine residues may be coupled to a 
earner usmg a linker such as maleimidobenzoyl- N-hydroxysuccimmide ester (MBS) 
wh.le ^herp.ptidesmaybecoupledtocarriersusingamoregenerallmkingagent ' 
suchas glutaraldehyde. Animals such as rabbits, rats and mice are immunized with 
ether free or carrier- coupled peptides, for instance, by intraperitoneal and/or 
intradermal injection of emulsions containmg about 100 ug of peptide or catrier 
protem and Freund's adjuvant or any other adjuvant known for stimulating an 
immune response. Several booster injections may be needed, for instance at 

■0 ean be detected, for example, by EL1SA assay using f ree peptide adsorbed to a solid 
surface. The titer of anti-peptide antibodies in serum from an immunized antmal may 
be mcreased by selection of anti-peptide antibodies, for instance, by adsorption to the 
pepude on a solid su Pport and elution of the selected antibodies according to methods 
well known in the art. 

' M one of skill in me m „m appreciate, a™) as disenssed above rhe 

Polypeptides of An presen, mmio „ „ ^ 

^opecao be fused toother polypeptide sevens. For example. !h e Polypoptidn, 
of tta present mvenlio „ may fc ^ ^ fc ^ ^ of 

S A - 'gt. IgG, IgM). orponions thereof (CHI. CH2, CH3, or any combination 
to=of and p„„i„ ns lhereof) resu ,„„ g jn ^ ^ ^ 

may facilitate puriHcaaion and mny mcrnaso half-life in vivo. This has been shown 
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for chimeric proteins consisting of the first two domains of the human CD4- 
polypeptide and various domains of the constant regions of the heavy or light chains 
of mammalian immunoglobulins. See, e.g., EP 394,827; Traunecker et al., Nature, 
331:84-86 (1988). Enhanced delivery of an antigen across the epithelial barrier to the 
5 immune system has been demonstrated for antigens (e.g., insulin) conjugated to an 
FcRn binding partner such as IgG or Fc fragments (see, e.g., PCT Publications WO 
96/22024 and WO 99/04813). IgG Fusion proteins that have a disulfide-linked 
dimeric structure due to the IgG portion desulfide bonds have also beea found to be 
more efficient in binding and neutralizing other molecules than monomeric 
10 polypeptides or fragments thereof alone. See, e.g., Fountoulakis et al., J. Biochem 
270:3958-3964 (1995). Nucleic acids encoding the above epitopes can also be 
recombined with a gene of interest as an epitope tag (e.g., the hemagglutinin ("HA") 
tag or flag tag) to aid in detection and purification of the expressed polypeptide. For 
example, a system described by Janknech, et al. allows for the ready purification of 
non-denatured fusion proteins expressed in human cell lines (Janknecht et al., 1991 
Proc. Natl. Acad. Sci. USA 88:8972- 897). In this system, the gene of interest is 
subcloned into a vaccinia recombination plasmid such that the open reading frame of 
the gene is translationally fused to an amino-terminal tag consisting of six histidine 
residues. The tag serves as a matrix binding domain for the fusion protein. Extracts 
from cells infected with the recombinant vaccinia virus arc loaded onto Ni2 + 
nitriloacetic acid-agarose column and histidine-tagged proteins can be selectively 
eluted with imidazole-containing buffers. 

Additional fusion proteins of the invention may be generated through the 
techniques of gene-shuffling, motif-shuffling, exon-shuffling, and/or codon-shuffling 
(collectively referred to as "DNA shuffling"). DNA shuffling may be employed to 
modulate the activities of polypeptides of the invention, such methods can be used to 
generate polypeptides with altered activity, as well as agonists and antagonists of the 
polypeptides. See, generally, U.S. Patent Nos. 5,605,793; 5,81 1,238; 5,830,721; 
5,834,252; and 5,837,458, and Patten et al., Curr. Opinion Biotechnol. 8:724-33 
(1997); Harayama, Trends Biotechnol. 16(2):76-82 (1998); Hansson, et al., J. Mol. 
Biol. 287:265-76 (1999); and Lorenzo and Blasco, Biotechniques 24(2):308- 13 
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(1998) (each of these patents and publications are hereby incorporated by reference in 
its entirety). In one embodiment, alteration of polynucleotides corresponding to SEQ 
ID NO.X and the polypeptides encoded by these polynucleotides may be achieved by 
DNAshuffling. DNA shuffling involves the assembly of two or more DNA 
5 segments by homologous or site-specific recombination to generate variation in the 
polynucleotide sequence. In another embodiment, polynucleotides of the invention, 
or the encoded polypeptides, may be altered by being subjected to random 
mutagenesis by error-prone PGR, random nucleotide insertion or other methods prior 
to recombination. In another embodiment, one or more components, motifs, sections 
10 parts, domains, fragments, etc., of a polynucleotide encoding a polypeptide of the 
invention may be recombined with one or more components, motifs, sections, parts, 
domains, fragments, etc. of one or more heterologous molecules. 

Antibodies 

15 Further polypeptides of the invention relate to antibodies and T-cell antigen 

receptors (TCR) which immunospccifically bind a polypeptide, polypeptide fragment 
or variant of SEQ ID NO: Y, and/or an epitope, of the present invention (as 
determined by immunoassays well known in the art for assaying specific antibody- 
anugen binding). Antibodies of the invention include, but are not l.mited to, 
20 polyclonal, monoclonal, multispecific, human, humanized or chimeric antibodies 
single chain antibodies, Fab fragments, F(ab') fragments, fragments produced by a 
Fab expression library, anti-idiotypic (anti-Id) antibodies (including, e.g., anti-Id 
antibodies to antibodies of the invention), and epitope-binding fragments of any of 
the above. The term "antibody," as used herein, refers to immunoglobulin molecules 
25 and tmmunologically active portions of immunoglobulin molecules, i.e., molecules 
that contain an antigen binding site that immunospecifically binds an antigen The 
immunoglobulin molecules of the invention can be of any type (e.g., I gG , IgE, IgM 
IgD, IgA and IgY), class (e.g., IgGl, IgG2, I g G3, IgG4, IgA . and IgA2) or subclass 
of immunoglobulin molecule. 
30 Most preferably the antibodies are human antigen-binding antibody fragments 

of the present invention and include, bu, are not limited to, Fab, Fab' and F(ab')2, Fd, 
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single-chain Fvs (scFv), single-chain antibodies, disulfide-linked Fvs (sdFv) and 
fragments comprising either a VL or VH domain. Antigen-binding antibody 
fragments, including single-chain antibodies, may comprise the variable region(s) 
alone or in combination with the entirety or a portion of the following: hinge region, 
5 CHI, CH2, and CH3 domains. Also included in the invention are antigen-binding 
fragments also comprising any combination of variable region(s) with a hinge region, 
CHI, CH2, and CH3 domains. The antibodies of the invention may be from any 
animal origin including birds and mammals. Preferably, the antibodies are human, 
murine (e.g., mouse and rat), donkey, ship rabbit, goat, guinea pig, camel, horse, or 
10 chicken. As used herein, "human" antibodies include antibodies having the amino 
acid sequence of a human immunoglobulin and include antibodies isolated from 
human immunoglobulin libraries or from animals transgenic for one or more human 
■mmunoglobulin and that do not express endogenous immunoglobulins, as described 
infra and, for example in, U.S. Patent No. 5,939.598 by Kucherlapati et al. 
15 The antibodies of the present invention may be monospecific, bispecific, 

trispecific or of greater multispecificity. Multispecific antibodies may be specific for 
different epitopes of a polypeptide of the present invention or may be specific for both 
a polypeptide of the present invention as well as for a heterologous epitope, such as a 
heterologous polypeptide or solid support material. See, e.g.. PCT publications WO 
20 93/17715; WO 92/08802; WO 91/00360; WO 92/05793; Tutt, et al., J. Immunol 
147:60-69 (1991); U.S. Patent Nos. 4,474,893; 4,7.4.681; 4,925.648; 5.573.920; 
5,601,819; Kostelny et al., J. Immunol. 148:1547-1553 (1992). 

Antibodies of the present invention may be described or specified in terms of 
the epitope(s) or portion(s) of a polypeptide of the present invention which they 
25 recognize or specifically bind. The epitope(s) or polypeptide portion(s) may be 

specified as described herein, e.g., by N-terminal and C-terminal positions, by size in 
contiguous amino acid residues, or listed in the Tables and Figures. Antibodies which 
specifically bind any epitope or polypeptide of the present invention may also be 
excluded. Therefore, the present invention includes antibodies that specifically bind 
30 polypeptides of the present invention, and allows for the exclusion of the same. 
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Antibodies of the present invention may also be described or specified in 
terms of their cross-reactivity. Antibodies that do not bind any other analog, 
ortholog, or homolog of a polypeptide of the present invention are included. 
Antibodies that bind polypeptides with at least 95%. at least 90%, at least 85%, at 
5 least 80%, at least 75%, at least 70%, at least 65%, at least 60%, at least 55%, and at 
least 50% identity (as calculated using methods known in the art and described 
herein) to a polypeptide of the present invention are also included in the present 
invention. In specific embodiments, antibodies of the present invention cross-react 
with murine, rat and/or rabbit homologs of human proteins and the corresponding 
10 epitopes thereof. Antibodies that do not bind polypeptides with less than 95%. less 
than 90%, less than 85%, less than 80%. less than 75%. less than 70%, less than 65%, 
less than 60%, less than 55%, and less than 50% identity (as calculated using 
methods known in the art and described herein) to a polypeptide of the present 
invention are also included in the present invention. In a specific embodiment, the 
15 above-described cross-reactivity is with respect to any single specific antigenic or 
immunogenic polypeptide, or combination(s) of 2, 3, 4. 5, or more of the specific 
antigenic and/or immunogenic polypeptides disclosed herein. Further included in the 
present invention arc antibodies which bind polypeptides encoded by polynucleotides 
which hybridize to a polynucleotide of the present invention under stringent 
20 hybridization conditions (as described herein). Antibodies of the present invention 
may also be described or specified in terms of their binding affinity to a polypeptide 
of the invention. Preferred binding affinities include those with a dissociation 
constant or Kd less than 5 X 10° M, Iff 2 M, 5 X 10-' M, 10"' M. 5 X W 4 M, 10" 4 M. 5 
X 10 s M, 10- 5 M, 5 X Iff* M, 10-*M, 5 X 10 ' M, 10 7 M, 5 X 10* M, 10"* M, 5 X 10" 9 
25 M, 10-' M, 5 X lff ,0 M, Iff" M, 5 X 10" M, 10" M, 5 X Iff 11 M, "" 2 M, 5 X Iff" 
M, Iff 13 M, 5 X Iff 14 M, Iff 14 M, 5 X Iff" M, or 10 15 M. 

The invention also provides antibodies that competitively inhibit binding of an 
antibody to an epitope of the invention as determined by any method known in the art 
for determining competitive binding, for example, the immunoassays described 
30 herein. In preferred embodiments, the antibody competitively inhibits binding to the 
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epitope by at least 95%, at least 90%. at least 85 ft, at least 80%, at least 75%, at least 
70%, at least 60%, or at least 50%. 

Antibodies of the present invention may act as agonists or antagonists of the 
polypeptides of the present invention. For example, the present invention includes 
5 anybodies which disrupt the receptor/ligand interactions with the polypeptides of the 
invention either partially or fully. P re f errably , antibodies of the ^ 
bind an antigenic epitope disclosed herein, or a portion thereof. The invention 
features both receptor-specific antibodies and ligand-specific antibodies. The 
invention also features receptor-specific antibodies which do not prevent ligand 
) binding but prevent receptor activation. Receptor activation (i.e., signaling) may be 
determined by techniques described herein or otherwise known in the art. For 
example, receptor activation can be determined by detecting the phosphorylation 
(e.g., tyrosine or serine/threonine) of the receptor or its substrate by 
immunoprecipitation followed by western blot analysis (for example, as described 
supra). In specific embodiments, antibodies are provided that inhibit ligand activity 
or receptor activity by at least 95%, at least 90%, at least 85%. a, leas. 80%, at least 
75%, at least 70%, at least 60%, or at least 50% of the activity in absence of the 
antibody. 

The invention also features receptor-specific antibod.es which both prevent 
ligand binding and receptor activation as well as antibodies that recognize the 
receptor-ligand complex, and. preferably, do not specifically recognize the unbound 
receptor or the unbound ligand. Likewise, included in the invention are neutralizing 
anybodies which bind the ligand and prevent binding of the ligand to the receptor, J 
well as antibodies which bind the ligand, thereby preventmg receptor activation, but 
do not prevent the ligand from binding the receptor. Further included in the invention 
are anubodies which activate the receptor. These antibodies may act as receptor 
agonists, i.e. ( potentiate or activate either all or a subset of the biological activities of 
the ligand-mediated receptor activation, for example, by inducing dimerization of the 
receptor. The antibodies may be specified as agonists, antagonists or inverse agonists 
for btological activities comprising the specific biological activities of the peptides of 
the mvention disclosed herein. The above antibody agonists can be made using 
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methods known in the art. See, e.g.. PCT publication WO 96/40281; U.S. Patent No 
5,81 1,097; Deng et al., Blood 92(6): 198 1 -1988 (1998); Chen et a]., Cancer Res 
58(16):3668-3678 (1998); Harrop et al., J. Immunol. 16 1(4): 1786- 1794 (1998)- Zhu 
et al., Cancer Re, 58(15):3209-3214 (1998); Yoon et al., J. Immunol. 160(7) 3170- 
5 3179(1998);Prate,al.,J.Cell.Sci. lll(Pt2):237-247 (1998); Pitardetal J 

Immunol. Methods 205(2): 177- 190 (1997); Liautard et al., Cytokine 9(4):233-241 
(1997); Carlson e, al., J. Biol. Chem. 272(17):! 1295-1 1301 (1997): Taryman e, al 
Neuron 14(4):755-762 (1995); Muller et al., Structure 6(9): 1 153-1 167 (1998)- 
Bartunek et al., Cytokine 8(l):14-20 (1996) (which are all incorporated by reference 
1 0 herein m their entireties). 

Antibodies of the present invention may be used, for example, bu, no, limited 
to, to purify, detect, and target the polypeptides of the present invention, including 
both in vitro and in vivo diagnostic and therapeutic methods. For example, the 
antibodies have use in immunoassays for qualitatively and quantitatively measuring 
levels of the polypeptides of the present invention in biological samples. See e g & 
Harlow et al., Antibodies: A Laboratory Manual, (Cold Spring Harbor Laboratory 
Press, 2nd ed. 1988) (incorporated by reference herein in its entirety). 

As discussed in more detail below, the antibodies of the present invention may 
be used either alone or in combination with other compositions. The antibodies may 
further be recombinant* fused to a heterologous polypeptide at the N- or C-terminus 
or chemically conjugated (including covalently and non-covalentiy conjugations) to 
polypeptides or other compositions. For example, antibodies of the present invention 
may be recombinant* fused or conjugated to molecules useful as labels in detection 
assays and effector molecules such as heterologous polypeptides, drugs, 
radionuclides, or toxin, See, e.g., PCT publications WO 92/08495- WO 91/14438- 
WO 89/12624; U.S. Patent No. 5,314,995; and EP 396.387. 

The antibodies of the invention include derivatives that arc modified ie by 
the covalent attachment of any type of molecule to the antibody such that covalent 
attachment does not prevent the antibody from generating an anti-idiotypic response 
For example, but not by way of limitation, the antibody derivatives include 
antibodies that have been modified, e.g., by glycosylation, acetylation, pegylation 
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phosphylation, amidation, derivation by known protecting/blocking groups, 
proteolytic cleavage, linkage to a cellular ligand or other protein, etc. Any of 
numerous chemical modifications may be carried out by known techniques, 
including, but not limited to specific chemical cleavage, acetylation, formylation, 
5 metabolic synthesis of tunicamycin, etc. Additionally, the derivative may contain 
one or more non-classical amino acids. 

The antibodies of the present invention may be generated by any suitable 
method known in the art. Polyclonal antibod.es to an antigen-of- interest can be' 
produced by various procedures well known in the art. For example, a polypeptide of 
10 the invention can be administered to various host animals including, but not limited 
to. rabbits, mice, rats, etc. to induce the production of sera containing polyclonal 
antibodies specific for the antigen. Various adjuvants may be used to increase the 
immunological response, depending on the host species, and include but are no. 
limited to, ftem* (complete and incomplete), mineral gels such as aluminum 
hydroxide, surface active substances such as lysolecithin, pluronic polyols, 
polyanions, peptides, oil emulsions, keyhole limpet hemocyanins, dinitrophenol, and 
potentially useful human adjuvants such as BCG (bacillc Calmette-Guerin) and 
corynebacteriumparvum. Such adjuvants are also well known in the art. 

Monoclonal antibodies can be prepared using a wide variety of techniques 
known in the art including the use of hybridoma, recombinant, and phage display 
technologies, or a combination thereof. For example, monoclonal antibodies can be 
produced using hybridoma techmques including those known in the an and taught, 
for example, in Harlow et al., Antibodies: A Laboratory Manual, (Cold Spring Harbor 
Laboratory Press, 2nd ed. 1988); Hammerling, et a... in: Monoclonal Antibodies and 
T-Cell Hybridomas 563-681 (Elsevier, N.Y., 1981) (said references incorporated by 
reference in their entireties). The term "monoclonal antibody" as used herein is not 
limited to antibodies produced through hybridoma technology. The term 
"monoclonal antibody" refers to an antibody that is derived from a single clone, 
including any eukaryotic, prokaryotic, or phage clone, and not the method by which it 
30 is produced. 
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Methods for producing and screening for specific antibodies using hybridoma 
technology are routine and well known in the art and are discussed in detail in the 
Examples (e.g., Example 16). In a non-limiting example, mice can be immunized 
wtth a polypeptide of the invention or a cell expressing such peptide. Once an 
5 tmmunc response is detected, e.g., antibody specific for the antigen are detected in 
the mouse semm, the mouse spleen is harvested and splenocytes isolated The 
splenocytes are then fused by well known techniques to any suitable myeloma cells 
for example cells from cell line SP20 available from the ATCC. Hybridomas ate 
selected and cloned by limited dilution. The hybridoma clones are then assayed by 
10 methods known in the art for cells that secrete antibodies capable of bindin* a 
polypeptide of the invention. Ascites fluid, which generally contains high levels of 
anttbodies, can be generated by immunizing mice with positive hybridoma clones. 

Accordingly, the present invention provides methods of sencratin* 
monoclonal antibodies as well as antibodies produced by the method comprising 
15 culturing a hybridoma cell secreting an antibody of the invention wherein, preferably 
the hybndoma is generated by fusing splenocytes isolated from a mouse immunized 
wtth an antigen of the invention with myeloma cells and then screening the 
hybridomas resulting from the fusion for hybridoma clones that secret! an antibody 
able to bind a polypeptide of the invention. 
20 Antibody fragments which recognize specific epitopes may be senerated by 

known techniques. For example, Fab and F(ab')2 fragments of the invention may be 
produced by proteolytic cleavage of immunoglobulin molecules, using enzymes such 
as papatn (to produce Fab fragments) or pepsin (to produce F(ab')2 fragments) 
F(ab')2 fragments contain the variable region, the light chain constant region and the 
25 CHI domain of the heavy chain. 

For example, the antibodies of the present invention can also be generated 
usmg various phage display methods known in the art. In phage d.splay methods 
functtonal antibody domains are displayed on the surface of phage particles which 
cany the polynucleotide sequences encoding them. In a particular embodiment, such 
Phage can be utilized to display antigen bindtng domains expressed from a repertoire 
or combinatorial antibody library (e.g., human or murine). Phage expressing an 
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antigen binding domain that binds the antigen of interest can be selected or identified 
with antigen, e.g., using labeled antigen or antigen bound or captured to a solid 
surface or bead. Phage used in these methods are typically filamentous phage 
including fd and M13 binding domains expressed from phage with Fab, Fv or 
5 disulfide stabilized Fv antibody domains recombinant^ fused to either the phage 
gene III or gene VIII protein. Examples of phage display methods that can be used to 
make the antibodies of the present invention include those disclosed in Brinkman et 
al., J. Immunol. Methods 182:41-50 (1995); Ames et al., j. Immunol. Methods 
184:177-186 (1995); Kettleborough et al., Eur. J. Immunol. 24:952-958 (1994)- Persic 
et al., Gene 187 9-18 (1997); Burton et al.. Advances in Immunology 57:191-280 
(1994); PCT application No. PCT/GB9 1/01 134; PCT publications WO 90/02809- 
WO 91/10737; WO 92/01047; WO 92/18619; WO 93/1 1236; WO 95/15982; WO 
95/20401; and U.S. Patent Nos. 5,698,426: 5,223,409; 5,403,484; 5 580 717- 
5,427,908; 5,750,753; 5,821,047; 5,571,698: 5,427,908; 5.516.637: 5,780.225; 
5,658,727; 5.733,743 and 5,969.108; each of which is incorporated herein by 
reference in its entirety. 

As described in the above references, after phage selection, the antibody 
coding regions from the phage can be isolated and used to generate whole antibodies 
including human antibodies, or any other desired antigen binding fragment, and 
expressed in any desired host, including mammalian cells, insect cells, plant cells 
yeast, and bacteria, e.g., as described in detail below. For example, techniques to ' 
recombinant* produce Fab, Fab' and F(ab')2 fragments can also be employed using 
methods known in the art such as those disclosed in PCT publication WO 92/^324- 
Mullinax et al., BioTechniques 12(6):864-869 (1992); and Sawai et al.. AJRI 34:26- 
34 (1995); and Better et al., Science 240:1041-1043 (1988) (said references 
incorporated by reference in their entireties). 

Examples of techniques which can be used to produce single-chain Fvs and 
anybodies include those described in U.S. Patents 4.946.778 and 5.258.498; Huston 
et al., Methods in Enzymology 203:46-88 (1991); Shu et al., PNAS 90:7995-7999 
(1993); andSkerraetal.,Science24O:lO38-IO40 (1988). For some uses, include 
■n v,vo use of antibodies in humans and in vitro detection assays, it may be preferable 
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to use chimeric, humanized, or human antibodies. A chimeric antibody is a molecule 
in which different portions of the antibody are derived from different animal species, 
such as antibodies having a variable region derived from a murine monoclonal 
antibody and a human immunoglobulin constant region. Methods for producing 
5 chimeric antibodies are known in the art. See e.g., Morrison, Science 229:1202 
(1985); Oi et al., BioTechniques 4:214 (1986); Gillies et al., (1989) J. Immunol 
Methods 125: 191-202; U.S. Patent Nos. 5,807,715; 4,816.567; and 4,816397, which 
are incorporated herein by reference in their entirety. Humanized antibodies are 
antibody molecules from non-human species antibody that binds the desired antigen 
10 having one or more complementarity determining regions (CDRs) from the non- 
human species and a framework regions from a human immunoglobulin molecule 
Often, framework residues in the human framework regions will be substituted with 
the corresponding residue from the CDR donor antibody to alter, preferably improve, 
antigen binding. These framework substitutions are identified by methods well 
known in the art, e.g., by modeling of the interactions of the CDR and framework 
residues to identify framework residues important for anrigen bindin* and sequence 
comparison to identify unusual framework residues at particular positions. (See, e.g. 
Queen et al., U.S. Patent No. 5,585,089; Riechmann et al.. Nature 332:323 (1988) 
which are incorporated herein by reference in their entireties.) Antibodies can be' 
humanized using a variety of techniques known in the art including, for example 
CDR-grafting (EP 239,400; PCT publication WO 91/09967: U.S. Patent Nos. 
5,225,539; 5,530.101; and 5,585,089), veneering or resurfacing (EP 592,106; EP 
519,596; Padlan, Molecular Immunology 28(4/5):489-498 (1991); Studnicka et al 
Protein Engineering 7(6):805-8l4 (1994); Roguska. et al., PNAS 91:969-973 (1994)) 
and chain shuffling (U.S. Patent No. 5,565,332). 

Completely human antibodies are particularly desirable for therapeutic 
treatment of human patients. Human antibodies can be made by a variety of methods 
known ,n the art including phage display methods described above using antibody 
libraries derived from human immunoglobulin sequences. See also, U.S. Patent Nos. 
4,444,887 and 4,716,1 1 1; and PCT publications WO 98/46645, WO 98/50433, WO 



WO 00/57903 



84 



PCT/USOO/07525 



15 



20 



25 



30 



98/24893, WO 98/16654, WO 96/34096, WO 96/33735, and WO 91/10741; each of 
which is incorporated herein by reference in its entirety. 

Human antibodies can also be produced using transgenic mice which are 
incapable of expressing functional endogenous immunoglobulins, but which can 
5 express human immunoglobulin genes. For example, the human heavy and light 
chain immunoglobulin gene complexes may be introduced randomly or by 
homologous recombination into mouse embryonic stem cells. Alternatively, the 
human variable region, constant region, and diversity region may be introduced into 
mouse embryonic stem cells in addition to the human heavy and light chain genes 
The mouse heavy and light chain immunoglobulin genes may be rendered non- 
functional separately or simultaneously with the introduction of human 
immunoglobulin loci by homologous recombination. In particular, homozygous 
deletion of the JH region prevents endogenous antibody production. The modified 
embryonic stem cells are expanded and microinjected into blastocysts to produce 
emmeric mice. The emmeric mice are then bred to produce homozygous offspring 
wh,ch express human antibod.es. The transgenic mice are .mmunized in the norma, 
fashton with a selected antigen, e.g., all or a portion of a polypeptide of the invention 
Monoclonal antibodies directed against the antigen can be obtained from the 
immunized, transgenic mice using conventional hybridoma technology. The human 
immunoglobulin transgenes harbored by the transgenic mice rearrange during B cell 
differentiation, and subsequently undergo class switching and somatic mutation. 
Thus, using such a technique, it is possible to produce therapeutically useful IgG IgA 
IgM and IgE antibodies. For an overview of this technology for producing human^ 
anubod,es, see Lonberg and Huszar, Int. Rev. Immunol. 13:65-93 (1995). For a 
detailed discussion of this technology for producing human antibodies and human 
monoclonal antibodies and protocols for producing such antibodies, see e . PCT 
publications WO 98/24893; WO 92/01047; WO 96/34096; WO 96/33735; European 
Patent No. 0 598 877; U.S. Patent No, 5,413,923; 5,625,126; 5.633,425; 5.569 825- 
5,661,016; 5,545,806; 5,814,318; 5,885,793; 5.9.6,771; and 5.939,598, which are 
mcorporated by reference herein in their entirety. In addition, companies such as 
Abgenix, Inc. (Freemont, CA) and Genpharm (San Jose, CA) can be engaged to 
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provide human antibodies directed against a selected antigen using technology similar 
to that described above. 

Completely human antibodies which recognize a selected epitope can be 
generated using a technique referred to as "guided selection." In this approach a 
selected non-human monoclonal antibody, e.g., a mouse antibody, is used to guide the 
selection of a completely human antibody recognizing the same epitope. (Jespers et 
al.. Bio/technology 12:899-903 (1988)). 

Further, antibodies to the polypeptides of the invention can, in turn, be utilized 
to generate anti-idiotype antibodies that "mimic" polypeptides of the invention usin* 
techniques well known to those skilled in the art. (See. e.g., Greenspan & Bona, 
FASEBJ.7(5):437-444;(1989)andNissinoff,J. Immunol. 147(8):2429-2438 
(1991)). For example, antibodies which bind to and competitively inhibit polypeptide 
multimerization and/or binding of a polypeptide of the invention to a ligand can be 
used to generate anti-idiotypes that "mimic" the polypeptide multimerization and/or 
binding domain and, as a consequence, bind to and neutralize polypeptide and/or its 
ligand. Such neutralizing anti-idiotypes or Fab fragments of such anti-idiotypes can 
be used in therapeutic regimens to neutralize polypeptide ligand. For example, such 
anti-idiotypic antibodies can be used to bind a polypeptide of the invention and/or to 
bind its ligands/receptors, and thereby block its biological activity. 

Polynucleoti des Encndino Antihodi^ 

The invention further provides polynucleotides comprising a nucleotide 
sequence encoding an antibody of the invention and fragments thereof. The 
invention also encompasses polynucleotides that hybridize under stringent or lower 
stringency hybridization conditions, e.g., as defined supra, to polynucleotides that 
encode an antibody, preferably, that specifically binds to a polypeptide of the 
invention, preferably, an antibody that binds to a polypeptide having the amino acid 
sequence of SEQ ID NO: Y. 

The polynucleotides may be obtained, and the nucleotide sequence of the 
polynucleotides determined, by any method known in the art. For example, if the 
nucleotide sequence of the antibody is known, a polynucleotide encoding the antibody 
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may be assembled from chemically synthesized oligonucleotides (e.g., as described 
m Kutmeier et al., BioTechniques 17:242 (1994)), which, briefly, involves the 
synthes 1S of overlapping oligonucleotides containing portions of the sequence 
encoding the antibody, annealing and ligating of those oligonucleotides, and then 
5 amplification of the ligated oligonucleotides by PCR. 

Alternatively, a polynucleotide encoding an antibody may be derated from 
nucletc acid from a suitable source. If a clone containing a nucleic acid encoding a 
parncular antibody is not available, but the sequence of the antibody molecule is 
known, a nucleic acid encoding the immunoglobulin may be chemically synthesized 
10 or obtained from a suitable source (e.g., an antibody cDNA library, or a cDNA library 
generated from, or nucleic acid, preferably poly A + RNA, isolated from, any tissue 
or cells expressing the antibody, such as hybridoma cells selected to express an 
antibody of the invention) by PCR amplification using syntheric primers hybridizable 
to the 3' and 5' ends of the sequence or by cloning using an oligonucleotide probe 
15 speafic for the particular gene sequence to identify, e.g., a cDNA clone from a 
cDNA library tha, encodes the antibody. Amplified nucleic acids generated by PCR 
may then be cloned into replicable cloning vectors using any method well known in 
the art. 



20 



25 



30 



Once the nucleotide sequence and corresponding amino acid sequence of the 
"...body is determmed, the nucleotide sequence of the antibody may be manipulated 
usmg methods well known in the art for the manipulation of nucleotide sequences 
eg., recombinant DNA techniques, site directed mutagenesis, PCR. etc. (see. for 
example, the techniques described in Sambrook et al.. 1990, Molecular Cloning A 
Laboratory Manual, 2d Ed., Cold Spring Harbor Laboratory, Cold Spring Harbor 
NY and Ausubel et al., eds., 1998. Current Protocols in Molecular Biology, John 
Wiley & Sons. NY. which are both incorporated by reference herein in their 
ent,ret,es ). to generate antibodies having a different amino acid sequence, for 
example to create amino acid substiturions, deletions, and/or insertions. 

In a specific embodiment, the amino acid sequence of the heavy and/or light 
cham variable domains may be inspected to identify the sequences of the 
complementarity determining regions (CDRs) by methods that are well know in ,he 
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art, e.g., by comparison to known amino acid sequences of other heavy and light 
chain variable regions to determine the regions of sequence hypervariability. Using 
routine recombinant DNA techniques, one or more of the CDRs may be inserted " 
within framework regions, e.g., into human framework regions to humanize a non- 
human antibody, as described supra. The framework regions may be naturally 
occurring or consensus framework regions, and preferably human framework regions 
(see, e.g., Chothia et a]., J. Mol. Biol. 278: 457-479 (1998) for a listing of human 
framework regions). Preferably, the polynucleotide generated by the combination of 
the framework regions and CDRs encodes an antibody that specifically binds a 
polypeptide of the invention. Preferably, as discussed supra, one or more amino acid 
substitutions may be made within the framework regions, and. preferably, the amino 
ac,d substitutions improve binding of the antibody to its antigen. Additionally, such 
methods may be used to make amino acid substitutions or deletions of one or more 
variable region cysteine residues participating in an intrachain disulfide bond to 
generate antibody molecules lacking one or more intrachain disulfide bonds. Other 
alterations to the polynucleotide are encompassed by the present invention and within 
the skill of the art. 

In addition, techniques developed for the production of "chimeric antibodies" 
(Morrison et al, Proc. Nail. Acad. Sci. 81:851-855 (1984); Neuberger et al Nature 
312:604-608 (1984); Takeda et al., Nature 314:452-454 (1985)) by splicing genes 
from a mouse antibody molecule of appropriate antigen specificity togeJr with 
genes from a human antibody molecule of appropriate biological activity can be used 
As described supra, a chimeric antibody is a molecule in which different portions are 
derived from different animal species, such as those having a variable region derived 
from a murine mAb and a human immunoglobulin constant region, e.g., humanized 
antibodies. 

Alternatively, techniques described for the production of single chain 
antibodies (U.S. Patent No. 4,946,778; Bird, Science 242:423- 42 (1988); Huston et 
al., Proc. Natl. Acad. Sci. USA 85:5879-5883 (1988); and Ward ct al., Nature 
334:544-54 (1989)) can be adapted to produce single chain antibodies. Single chain 
anybodies are formed by linking the heavy and light chain fragments of the Fv region 
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via an amino acid bridge, resulting in a single chain polypeptide. Techniques for «he 
assembly of functional Fv fragments in E. coli may also be used (Skerra et al.. 
Science 242:1038- 1041 (1988)). 

5 Methods of Producing Antibodies 

The antibodies of the invention can be produced by any method known in the 
art for the synthesis of antibodies, in particular, by chemical synthesis or preferably, 
by recombinant expression techniques. 

Recombinant expression of an antibody of the invention, or fragment 
10 derivative or analog thereof, (e.g.. a heavy or light chain of an antibody of the 
invention or a single chain anybody of the invention), requires construction of an 
expression vector containing a polynucleotide that encodes the antibody. Once a 
polynucleotide encoding an antibody molecule or a heavy or light chain of an 
anttbody, or portion thereof (preferably contaming the heavy or light chain variable 
15 domam), of the invention has been obtained, the vector for the productton of the 
antibody molecule may be produced by recombinant DNA technology usin* 
techniques well known in the art. Thus, methods for preparing a protein by 
expressing a polynucleotide containing an antibody encoding nucleotide sequence are 
desenbed herein. Methods which are well known to those skilled in the art can be 
20 used to construct expression vectors containing antibody coding sequences and 
appropriate transcriptional and translation^ contro. signals. These methods include 
for example, in vitro recombinant DNA techniques, synthetic techniques, and in vivo 
genettc recombination. The invention, thus, provides rephcab.e vectors comprising a 
nucleotide sequence encoding an antibody molecule of the invention, or a heavy or 
25 hght chain thereof, or a heavy or light chain variable domain, operably linked to a 
promoter. Such vectors may include the nucleotide sequence encoding the constant 
regton of the antibody molecule (see, e.g., PCT Publication WO 86/05807- PCT 
Publication WO 89/01036; and U.S. Patent No. 5,122.464) and the variable domain of 
the anybody may be cloned into such a vector for expression of the entire heavy or 
30 light chain. 
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The expression vector is transferred to a host cell by conventional techniques 
and the transfected cells are then cultured by conventional techniques to produce an 
antibody of the invention. Thus, the invention includes host cells containing a 
polynucleotide encoding an antibody of the invention, or a heavy or light chain 
5 thereof, or a single chain antibody of the invention, operably linked to I heterologous 
promoter. In preferred embodiments for the expression of double-chained antibodies 
vectors encoding both the heavy and light chains may be co-expressed in the host cell 
for expression of the entire immunoglobulin molecule, as detailed below. 

A variety of host-expression vector systems may be utilized to express the 
antibody molecules of the invention. Such host-expression systems represent 
vehicles by which the coding sequences of interest may be produced and subsequent 
punfied, but also represent cells which may, when transformed or transfected with ' 
the appropriate nucleotide coding sequences, express an antibody molecule of the 
invention in situ. These include but are not limited to microorganisms such as 
bacteria (e.g., E. coli, B. subtilis) transformed with recombinant bacteriophaee DNA 
plasmid DNA or cosmid DNA expression vector, containing antibody codin* 
sequences; yeast (e.g., Saccharomyces, Pichia) transformed with recombinant yeast 
expression vectors containing antibody coding sequences; insect cell systems 
infected with recombinant virus expression vectors (e.g., baculovirus) containing 
antibody coding sequences; plant cell systems infected with recombinant virus 
expression vectors (e.g., cauliflower mosaic virus, CaMV; tobacco mosaic virus, 
TMV) or transformed with recombinant plasmid expression vectors (e.g.. Ti plasmid) 
containing antibody coding sequences; or mammalian cell systems (e.g., COS, CHO, 
BHK, 293, 3T3 cells) harboring recombinant expression constructs containing 
promoters derived from the genome of mammalian cells (e.g., metallothionein 
promoter) or from mammalian viruses (e.g., the adenovirus late promoter the 
vaccinia virus 7.5K promoter). Preferably, bacterial cells such as Escherichia coli 
and more preferably, eukaryotic cells, especially for the expression of whole 
recombinant antibody molecule, are used for the expression of a recombinant 
antibody molecule. For example, mammalian cells such as Chinese hamster ovary 
cells (CHO). in conjunction with a vector such as the major intermediate early gene 
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promoter element from human cytomegalovirus is an effective expression system for 
anubodies (Foecking et al., Gene 45:101 (1986); Cockett et al., Bio/Technology g-o 
(1990)). 

In bacterial systems, a number of expression vectors may be advantageously 
selected depending upon the use intended for the antibody molecule being expressed. 
For example, when a large quantity of such a protein is to be produced, for the 
generation of pharmaceutical compositions of an antibody molecule, vectors which 
dtrect the expression of high levels of fusion protein products that are readily purified 
may be desirable. Such vectors include, but are not limited, to the E. coli expression 
vector pUR27 8 (Ruther et al., EMBO J. 2: ,791 (,983)). in which the antibody codin* 
sequence may be ligated individually into the vector in frame with the lac Z coding 
re gI on so that a fusion protein is produced; P IN vectors (Inouye & Inouye Nuclei 
Acids Res. 13:3,01-3109 (,985); Van Heeke & Schuster, J. Biol. Chem 245503- 
5509 (,989)); and the like. pGEX vectors may also be used to express foreign 
polypeptides as fusion proteins with glutathione S-transferase (GST). In general such 
fuston proteins are solub,e and can easi,y be purified from ,ysed cells by adsorpuon 
and btndmg to matrix giutathione-agarose beads fo„owed by elution in the presence 
of free g.utathione. The P GEX vectors arc designed to include thrombm or factor Xa 
protease Ceavage sites so that the Coned target gene product can be re ,eased from the 
20 GST moiety. 

In an insect system, Autographa californica nuclear polyhedrosis virus 
(AcNPV) is used as a vector to express foreign genes. The virus grows in 
Spodopterafrugiperda cells. The antibody coding sequence may be cloned 
individually into non-essential regions (for example the polyhedrin gene) of the virus 
and p,aced under contro, of an AcNPV promoter (for exampJe the poJyhedrin 
promoter). 

In mammalian host cells, a number of viral-based expression systems may be 
utthzed. In cases where an adenovirus is used as an expression vector, the antibody 
codmg sequence of interest may be ligated to an adenovirus transcription/translation 
control complex, e.g., the late promoter and tripartite leader sequence. This chimeric 
gene may then be inserted in the adenovirus genome by in vitro or in vivo 
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recombination. Insertion in a non- essential region of the viral genome (e.g., region 
El orE3) will result in a recombinant virus that is viable and capable of expressing 
the antibody molecule in infected hosts, (e.g., see Logan & Shenk, Proc. Natl. Acid 
Sci. USA 81:355-359 (1984)). Specific initiation signals may also be required for 
5 efficient translation of inserted antibody coding sequences. These signals include the 
ATG initiation codon and adjacent sequences. Funhermore, the initiation codon 
must be in phase with the reading frame of the desired coding sequence to ensure 
translation of the entire insert. These exogenous translation^ control signals and 
initiation codons can be of a variety of origins, both natural and synthetic. The 
10 efficiency of expression may be enhanced by the inclusion of appropriate 

transcription enhancer elements, transcription terminators, etc. (see Bittneret al.. 
Methods in Enzymol. 153:51-544 (1987)). 

In addition, a host cell strain may be chosen which modulates the expression 
of the inserted sequences, or modifies and processes the gene product in the specific- 
fashion desired. Such modifications (e.g., glycosylate) and processing (e.g., 
cleavage) of protein products may be .mportant for the function of the protein. 
Different host cells have characteristic and specific mechanisms for the post- 
radiational processing and modification of proteins and gene products. Appropriate 
cell fines or host systems can be chosen to ensure the correct modification and 
processing of the foreign protein expressed. To this end. eukaryotic host cells whtch 
possess the cellular machinery for proper processing of the primary transcript, 
glycosylated Phosphorylation of the gene product may be used. Such 
mammalian host cells include but are not limited to CHO, VERY, BHK Hela, COS 
MDCK, 293, 3T3, WI38, and in particular, breast cancer cell hues such as for 
example, BT483, Hs578T, HTB2, BT20 and T47D, and norma, mammary gland cell 
line such as, for example, CRL7030 and Hs578Bst. 

For long-term, high-yield production of recombinant proteins, stable 
expression is preferred. For example, cell lines which stably express the antibody 
molecule may be engineered. Rather than using expression vectors which contain 
viral origins of replication, host cells can be transformed with DNA controlled by 
appropriate expression control elements (e.g., promoter, enhancer, sequences, 
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transcription terminators, polyadenylation sites, etc.), and a selectable marker 
Following the introduction of the foreign DNA. engineered ceils may be allowed to 
grow for 1-2 days in an enriched media, and then are switched to a selective media 
The selectable marker in the recombinant plasmid confers resistance to the selection 
5 and allows cells to stably integrate the plasmid into their chromosomes and grow to 
form foci which in turn can be cloned and expanded into cell lines. This method may 
advantageously be used to engineer cell lines which express the antibody molecule 
Such engineered cel. lines may be particularly useful in screening and evaluation of 
compounds that interact directly or indirectly with the antibody molecule. 
'0 A number of selection systems may be used, including but not limited to the 

herpes s.mplcx virus thymidine kinase (Wigler et al., Cell 1 1 :223 (1977)), 
hypoxanthine-guanine phosphotransferase (Szybalska & Szybaiski, Proc Natl 
Acad. Sci. USA 48:202 (1992)), and adenine phosphoribosyltransferase (Lowy et a. 
Cel. 22:817 (1980)) genes can be employed in tk-, hgprt- or aprt- cells, respectively " 
15 Abo, ant.metabo.ite resistance can be used as the basis of selection for the following 
genes: dhfr, which confers resistance to methotrexate (Wigler et al., Natl. Acad Scf 
USA 77:357 (1980); O'Hare et al., Proc. Natl. Acad. Sci. USA 78:1527 (198,))- gp t 
winch confers resistance to mycophenohc acid (Mulligan & Ber S , Proc. Natl Acad 
Sci. USA 78:2072 (198,)); neo, which confers resistance to the aminoglycoside G- 
20 418 Chmcal Pharmacy 12:488-505; Wu and Wu, Biotherapy 3:87-95 (1991 )• 
Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-596 (1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem 6*191-217 
(1993); May. ,993, TIB TECH H (5): 155-2 15): and hygro, which confers resistance 
to hygromycin (Santerre et a,., Gene 30:,47 (,984)). Methods commonly known in 
the art of recombinant DNA technology may be routinely applied to select the desired 
recombman, clone, and such methods are described, for example, in Ausube. et al 
(eds.), Current Protocols in Molecular Biology. John Wiley & Sons, NY (1993)- 
Kriegler, Gene Transfer and Express.on, A Laboratory Manual, Stockton Press NY 
(1990); and in Chapters 12 and ,3, Dracopoli et al. (eds), Current Protocols in 
30 Human Genetics, John Wiley & Sons, NY (,994); Colberre-Garaprn et al J Mol 
Biol. 150:, (1981), which are incorporated by reference herein in their entireties 
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The expression levels of an antibody molecule can be increased by vector 
amplification (for a review, see Bebbington and Hentschel, The use of vectors based 
on gene amplification for the expression of cloned genes in mammalian cells in DNA 
cloning, Vol.3. (Academic Press, New York, 1987)). When a marker in the vector 
5 system expressing antibody is amplifiable, increase in the level of inhibitor present in 
culture of host cell will increase the number of copies of the marker gene. Since the 
amplified region is associated with the antibody gene, production of the antibody will 
also increase (Crouse et al., Mol. Cell. Biol. 3:257 (1983)). 

The host cell may be co-transfected with two expression vectors of the 
10 invention, the first vector encoding a heavy chain derived polypeptide and the second 
vector encoding a light chain derived polypeptide. The two vectors may contain 
identical selectable markers which enable equal expression of heavy and light chain 
polypeptides. Alternatively, a single vector may be used which encodes, and is 
capable of expressing, both heavy and light chain polypeptides. In such situations, 
the light chain should be placed before the heavy chain to avoid an excess of toxic 
free heavy chain (Proudfoot, Nature 322:52 (1986); Kohler, Proc. Natl Acad Sci 
USA 77:2197 (1980)). The coding sequences for the heavy and light chains may 
comprise cDNA or genomic DNA. 

Once an antibody molecule of the invention has been produced by an animal, 
chemically synthesized, or recombinant^ expressed, it may be purified by any 
method known in the art for purification of an immunoglobulin molecule, for 
example, by chromatography (e.g., ion exchange, affinity, particularly by affinity for 
the specific antigen after Protein A, and sizing column chromatography), 
centrifugation, differential solubility, or by any other standard technique for the 
purification of proteins. In addition, the antibodies of the present invention or 
fragments thereof can be fused to heterologous polypeptide sequences described 
herein or otherwise known in the art, to facilitate purification. 

The present invention encompasses antibodies recombinant^ fused or 
chemically conjugated (including both covalently and non-covalently conjugations) 
to a polypeptide (or portion thereof, preferably at least 10, 20, 30, 40, 50, 60, 70, 80, 
90 or 1 00 amino acids of the polypeptide) of the present invention to generate fusion 
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proteins. The fusion does not necessarily need to be direct, but may occur through 
linker sequences. The antibodies may be specific for antigens other than polypeptides 
(or portion thereof, preferably at least 10, 20, 30, 40, 50, 60, 70, 80. 90 or 100 amino 
acids of the polypeptide) of the present invention. For example, antibodies may be 
5 used to targe, the polypeptides of the present invention to particular cell types, either 
in vitro or in vivo, by fusing or conjugating the polypeptides of the present invention 
to antibodies specific for particular cell surface receptors. Antibodies fused or 
conjugated to the polypeptides of the present invention may also be used in in vitro 
immunoassays and purification methods using methods known in the art. See e.g., 
10 Harbor et al.. supra, and PCT publication WO 93/21232; EP 439.095; Naramura et 
al., Immunol. Lett. 39:91-99 (1994); U.S. Patent 5,474,98 1 ; Gillies et al., PNAS 
89:1428-1432 (1992); Fell et al., J. Immunol. 146:2446-2452(1991), which are 
incorporated by reference in their entireties. 

The present invention further includes compositions comprisins the 
15 polypeptides of the present invention fused or conjugated to antibody domains other 
than the variable regions. For example, the polypeptides of the present invention may 
be fused or conjugated to an antibody Fc region, or portion thereof. The antibody 
portion fused to a polypeptide of the present invention may comprise the constant 
region, hinge region, CHI domain, CH2 domain, and CH3 domain or any 
20 combination of whole domains or portions thereof. The polypeptides may also be 
fused or conjugated to the above antibody portions to form multimers. For example 
Fc portions fused to the polypeptides of the present invention can form dimers 
through disulfide bonding between the Fc portions. Higher multimeric forms can be 
made by fusing the polypeptides to portions of IgA and IgM. Methods for fusine or 
25 conjugating the polypeptides of the present invention to antibody portions are known 
in the art. See, e.g., U.S. Paten, Nos. 5,336,603; 5,622,929; 5,359.046; 5.349,053; 
5,447,851; 5,1 12,946; EP 307.434; EP 367,166; PCT publications WO 96/04388; WO 
91/06570; Ashkenazi et al., Proc. Natl. Acad. Sci. USA 88:10535-10539 (1991) 
Zheng et a.., J. Immunol. 154:5590-5600 (1995); and Vil et al., Proc. Natl. Acad' Sci 
30 USA 89:1 1337- 1 ,34,(1992) (said references mcorporated by reference in their 
entireties). 
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As discussed, supra, the polypeptides corresponding to a polypeptide, 
polypeptide fragment, or a variant of SEQ ID NO: Y may be fused or conjugated to 
the above antibody portions to increase the in vivo half life of the polypeptides or for 
use in immunoassays using methods known in the art. Further, the polypeptides 
i corresponding to SEQ ID NO: Y may be fused or conjugated to the above antibody 
portions to facilitate purification. One reported example describes chimeric proteins 
consisting of the first two domains of the human CD4-polypeptide and various 
domains of the constant regions of the heavy or light chains of mammalian 
immunoglobulins. (EP 394,827; Trauneckeret aL Nature 331:84-86 (1988). The 
polypeptides of the present invention fused or conjugated to an antibody having 
disulfide- linked dimeric structures (due to the IgG) may also be more efficient in 
binding and neutralizing other molecules, than the monomeric secreted protein or 
protein fragment alone. (Fountoulakis et al., J. Biochcm. 270:3958-3964 (1995)). In 
many cases, the Fc part in a fusion protein is beneficial in therapy and diagnosis, and 
thus can result in, for example, improved pharmacokinetic properties. (EP A 
232,262). Alternatively, deleting the Fc part after the fusion protein has been 
expressed, detected, and purified, would be desired. For example, the Fc portion may 
hinder therapy and diagnosis if the fusion protein is used as an antigen for 
immunizations. In drug discovery, for example, human protetns, such as hIL-5, have 
been fused with Fc portions for the purpose of high-throughput screening assays to 
identify antagonists of hIL-5. (See, Bennett et al., J. Molecular Recognition 8:52-58 
(1995); Johanson ct al., J. Biol. Chem. 270:9459-9471 (1995). 

Moreover, the antibodies or fragments thereof of the present invention can be 
fused to marker sequences, such as a peptide to facilitate purification. In preferred 
embodiments, the marker amino acid sequence is a hexa-histidine peptide, such as the 
tag provided in a pQE vector (QIAGEN, Inc., 9259 Eton Avenue, Chatsworth. CA, 
91311), among others, many of which are commercially available. As described in 
Gentz et al., Proc. Natl. Acad. Sci. USA 86:821-824 (.989), for instance, hexa- 
histidine provides for convenient purification of the fusion protein. Other peptide tags 
useful for purification include, but are not limited to, the "HA" tag, which 
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corresponds to an epitope derived from the influenza hemagglutinin protein (Wilson 
etal., Cell 37:767 (1984)) and the "flag" tag. 

The present invention further encompasses antibodies or fragments thereof 
conjugated to a diagnostic or therapeutic agent. The antibodies can housed 
5 diagnostic^ to, for example, monitor the development or progression of a tumor as 
part of a clinical testing procedure to, e.g., determine the efficacy of a given 
treatment regimen. Detection can be facilitated by coupling the antibody to a 
detectable substance. Examples of detectable substances include various enzymes 
prosthetic groups, fluorescent materials, luminescent materials, bioluminescent 
10 materials, radioactive materials, positron emitting metals using various positron 
em,ss 10 n tomographies, and nonradioactive paramagnetic metal ions. The detectable 
substance may be coupled or conjugated either directly to the antibody (or fragment 
thereof, or indirectly, through an intermediate (such as, for example, a linker known 
m the art) using techniques known in the art. See, for example. U.S. Patent No 
15 4,741,900 for metal ions which can be conjugated to antibodies for use as diagnostics 
accordmg to the present invention. Examples of suitable enzymes include horseradish 
perox,dase, alkaline phosphatase, beta-galactosidase. or acetylcholinesterase- 
examples of suitable prosthetic group complexes include streptavidin/b.ottn and 
avuhn/biotin; examples of suitable fluorescent materials include umbelliferone 
10 fluorescein, fluorescein isothiocyanate, rhodamine. dichlorotriazinylamine 

fluorescein, dansyl chloride or phycoerythrin; an example of a luminescent material 
tncludes luminol; examples of bioluminescent materials include luciferase, luciferin 
and aequonn; and examples of suitable radioactive material include 1251, 1311, 1 1 H n 



or 99Tc. 



25 



30 



Further, an antibody or fragment thereof may be conjugated to a therapeutic 
motety such as a cytotoxin, e.g., a cytostatic or cytocidal agent, a therapeutic agent or 
a radtoactive metal ion, e.g., alpha-emitters such as, for example, 213Bi. A cytotoxm 
or cytotoxic agent includes any agent that is detrimental to cells. Examples include 
pachtaxol, cytochalasin B, gramicidin D, ethidtum bromide, emetine, mitomycin 
etopos.de, tenoposide, vincristine, vinblastine, eolchicin, doxorubicin, daunorubicin 
dthydroxy anthracin dione, mitoxantrone, mithramycin, actinomycin D 1- 
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dehydrotestosterone, glucocorticoids, procaine, tetracaine, lidocainc, propranolol, and 
puromycin and analogs or homologs thereof. Therapeutic agents include, but are not 
limited to, antimetabolites (e.g., methotrexate, 6-mercaptopurine, 6-thioguanine, 
cytarabine, 5-fluorouracil decarbazine), alkylating agents (e.g., mechlorethamine, 
5 thioepa chlorambucil, melphalan, carmustinc (BSNU) and lomustine (CCNU). 
cyclothosphamide. busulfan, dibromomannitol, streptozotocin, mitomycin C, and cis- 
dichlorodiamine platinum (II) (DDP) cisplatin), anthracyclines (e.g., daunorubicin 
(formerly daunomycin) and doxorubicin), antibiotics (e.g., dactinomycin (formerly 
actinomycin), bleomycin, mithramycin, and anthramycin (AMC)), and anti-mitotic 
10 agents (e.g., vincristine and vinblastine). 

The conjugates of the invention can be used for modifying a given biological 
response, the therapeuttc agent or drug moiety is not to be construed as limited to 
classical chemical therapeutic agents. For example, the drug moiety may be a protein 
or polypeptide possessing a desired biological activity. Such proteins may include, 
15 for example, a toxin such as abrin, ricin A, pseudomonas exotoxin, or diphtheria 

toxin; a protein such as tumor necrosis factor, a-interferon, 6-interferon, nerve growth 
factor, platelet derived growth factor, tissue plasminogen activator, an apoptotic 
agent, e.g., TNF-alpha, TNF-beta, AIM I (See, International Publication No. WO 
97/33899), AIM II (See, International Publication No. WO 97/3491 1), Fas Ligand 
20 (Takahashi etai. Int. Immunol, 6:1567-1574 (1994)), VEGI (See. International 

Publication No. WO 99/23 105), a thrombotic agent or an anti- angiogenic agent, e.g., 
angiostatin or endostatin; or, biological response modifiers such as, for example, " 
lymphokines, interleukin-I ("IL-1"), interleukin-2 ("IL-2"), interleukin-6 ("IL-6"), 
granulocyte macrophage colony stimulating factor ("GM-CSF"), granulocyte colony 
25 stimulating factor ("G-CSF"), or other growth factors. 

Antibodies may also be attached to solid supports, which are particularly 
useful forimmunoassaysorpurificationofthe target antigen. Such solid supports 
include, but are not limited to, glass, cellulose, polyacrylamide. nylon, polystyrene, 
polyvinyl chloride or polypropylene. 
30 Techniques for conjugating such therapeutic moiety to antibodies are well 

known, sec, e.g., Arnon et al., "Monoclonal Antibodies For Immunotargeting Of 
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Drugs In Cancer Therapy", in Monoclonal Antibodies And Cancer Therapy, Rdsfeld 
et al. (eds.), PP . 243-56 (Alan R. Liss, Inc. 1985); Hellstrom e. al., "Antibodies For 
Drug Delivery", in Controlled Drug Delivery (2nd Ed.). Robinson et al. (eds.), pp. 
623-53 (Marcel Dekker, Inc. 1987); Thorpe, "Antibody Carriers Of Cytotoxic Agents 
In Cancer Therapy: A Review", in Monoclonal Antibodies '84: Biological And 
Clinical Applications, Pinchera et al. (eds.), pp. 475-506 (1985); "Analysis, Results. 
And Future Prospective Of The Therapeutic Use Of Radiolabeled Antibody In 
Cancer Therapy", in Monoclonal Antibodies For Cancer Detection And Therapy, 
Baldwin et al. (eds.), pp. 303-16 (Academic Press .985), and Thorpe et al., "The 
Preparation And Cytotoxic Properties Of Antibody-Toxin Conjugates", Immunol 
Rev. 62:1 19-58 (1982). 

Alternatively, an antibody can be conjugated to a second antibody to form an 
antibody heteroconjugate as described by Segal in U.S. Patent No. 4,676,980, which 
is incoiporated herein by reference in its entirety. 

An antibody, with or without a therapeutic moiety conjugated to it, 
administered alone or in combination with cytotoxic factor(s) and/or cytokine(s) can 
be used as a therapeutic. 

Immunophenotyping 

The antibodies of the invention may be utilized for immunophenotyping of 
cell lines and biological samples. The translation product of the gene of the present 
invention may be useful as a cell specific marker, or more specifically as a cellular 
marker that is differentially expressed at various stages of differentiation and/or 
maturation of particular cell types. Monoclonal antibodies directed against a specific 
epitope, or combination of epitopes, will allow for the screening of cellular 
populations expressing the marker. Various techniques can be utilized using 
monoclonal antibodies to screen for cellular popu.ations expressing the markers), and 
include magnetic separation using antibody-coated magnetic beads, "pannino" with 
antibody attached to a solid matrix (i.e., plate), and flow cytometry (See, e.g" U.S. 
Patent 5,985,660; and Morrison etal. f Cell, 96:737-49 (1999)) 
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These techniques allow for the screening of particular populations of cells, 
such as might be found with hematological malignancies (i.e. minimal residual 
disease (MRD) in acute leukemic patients) and "non-self cells in transplantations to 
prevent Graft-versus-Host Disease (GVHD). Alternatively, these techniques allow for 
the screening of hematopoietic stem and progenitor cells capable of undergoing 
proliferation and/or differentiation, as might be found in human umbilical cord blood. 

Assays For Antibody Binding 

The antibodies of the invention may be assayed for immunospecific binding 
by any method known in the art. The immunoassays which can be used include but 
are not limited to competitive and non-competitive assay systems using techniques 
such as western blots, radioimmunoassays, ELISA (enzyme linked immunosorbent 
assay), "sandwich" immunoassays, immunoprecipitation assays, precipitin reactions, 
gel diffusion precipitin reactions, immunodiffusion assays, agglutination assays, 
15 complement-fixation assays, immunoradiometric assays, fluorescent immunoassays, 
protein A immunoassays, to name but a few. Such assays are routine and well 
known in the art (see, e.g., Ausubel et al, eds, 1994, Current Protocols in Molecular 
Biology, Vol. 1, John Wiley & Sons, Inc., New York, which is incorporated by 
reference herein in its entirety). Exemplary immunoassays are described briefly 
20 below (but are not intended by way of limitation). 

Immunoprecipitation protocols generally comprise lysing a population of cells 
inalysis buffer such as RIPA buffer (1% NP-40 or Triton X- 100, l%sodium 
deoxycholatc, 0.1% SDS, 0.15 M NaCl, 0.01 M sodium phosphate at pH 7.2, 1% 
Trasylol) supplemented with protein phosphatase and/or protease inhibitors (e.g., 
25 EDTA, PMSF, aprotinin, sodium vanadate), adding the antibody of interest to the cell 
lysate, incubating for a period of time (e.g., 1-4 hours) at 4° C, adding protein A 
and/or protein G sepharose beads to the cell lysate, incubating for about an hour or 
more at 4° C, washing the beads in lysis buffer and resuspending the beads in 
SDS/sample buffer. The ability of the antibody of interest to immunoprecipitate a 
30 particular antigen can be assessed by, e.g., western blot analysis. One of skill in the 
art would be knowledgeable as to the parameters that can be modified to increase the 
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binding of the antibody to an antigen and decrease the background (e.g., pre-clearins 
the cell lysate with sepharo.se beads). For further discussion regarding 
immunoprecipitation protocols see, e.g.. Ausubel et al, eds, 1994, Current Protocols in 
Molecular Biology, Vol. 1, John Wiley & Sons, Inc., New York at 10.16.1. 
5 Western blot analysis generally comprises preparing protein samples, 

electrophoresis of the protein samples in a polyacrylamide gel (e.g., 8%- 20% SDS- 
PAGE depending on the molecular weight of the antigen), transferring the protein 
sample from the polyacrylamide gel to a membrane such as nitrocellulose, PVDF or 
nylon, blocking the membrane in blocking solution (e.g., PBS with 3% BS A or non- 
10 fat milk), washing the membrane in washing buffer (e.g., PBS-Tween 20), blockin* 
the membrane with primary antibody (the antibody of interest) diluted in blocking " 
buffer, washing the membrane in washing buffer, blocking the membrane with 1 
secondary antibody (which recognizes the primary antibody, e.g., an anti-human 
antibody) conjugated to an enzymatic substrate (e.g., horseradish peroxidase or 
alkaline phosphatase) or radioactive molecule (e.g.. 32P or 1 251) diluted in blockins 
buffer, washing the membrane in wash buffer, and detecting the presence of the 
antigen. One of skill in the art would be knowledgeable as to the parameters that can 
be modified to increase the signal detected and to reduce the background noise. For 
further discussion regarding western blot protocols see, e.g., Ausubel et al, eds, 1994. 
Current Protocols in Molecular Biology, Vol. 1, John Wiley & Sons, Inc., New York 
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at 10.8.1. 
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ELISAs comprise preparing antigen, coating the well of a 96 well microtiter 
plate with the antigen, adding the antibody of interest conjugated to a detectable 
compound such as an enzymatic substrate (e.g., horseradish peroxidase or alkaline 
phosphatase) to the well and incubating for a period of time, and detecting the 
presence of the antigen. In ELISAs the antibody of interest does not have to be 
conjugated to a detectable compound; instead, a second antibody (which recognizes 
the antibody of interest) conjugated to a detectable compound may be added to the 
well. Further, instead of coating the well with the antigen, the antibody may be 
coated to the well. In this case, a second antibody conjugated to a detectable 
compound may be added following the addition of the antigen of interest to the 
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coated well. One of skill in the art would be knowledgeable as to the parameters that 
can be modified to increase the signal detected as well as other variations of ELISAs 
known in the art. For further discussion regarding ELISAs see, e.g., Ausubel etal, 
eds, 1994, Current Protocols in Molecular Biology, Vol. 1, John Wiley & Sons, Inc., 
5 New York at 11.2.1. 

The binding affinity of an antibody to an antigen and the off-rate of an 
antibody-antigen interaction can be determined by competitive binding assays. One 
example of a competitive binding assay is a radioimmunoassay comprising the 
incubation of labeled antigen (e.g., 3H or 1251) with the antibody of interest in the 
10 presence of increasing amounts of unlabeled antigen, and the detection of the 

antibody bound to the labeled antigen. The affinity of the antibody of interest for a 
parucular antigen and the binding off-rates can be determined from the data by 
scatchard plot analysis. Competition with a second antibody can also be determined 
using rad.oimmunoassays. In this case, the antigen is incubated with antibody of 
15 .merest conjugated to a labeled compound (e.g., 3H or 1251) in the presence of 
increasing amounts of an unlabeled second antibody. 

Therap entir flcpy 

The present invention is further directed to antibody-based therapies which 
20 tnvolve admintstering antibodtes of the invention to an animal, preferably a mammal 
and most preferably a human, patient for treating one or more of the disclosed 
diseases, disorders, or conditions. Therapeutic compounds of the invention include 
but are not limited to, antibodies of the invention (including fragments, analogs and 
denvatives thereof as described herein) and nucletc acids encoding antibodies of the 
inventton (including fragments, analogs and derivatives thereof and anti-idiotypic 
antibodies as described herein). The antibodies of the invention can be used to treat 
.nlub,t or prevent diseases, disorders or conditions associated with aberrant expression 
and/or activity of a polypeptide of the invention, includmg, bu, not fimited to, any 
one or more of the diseases, disorders, or conditions described herein. The treatment 
30 and/or prevention of diseases, disorders, or conditions associated with aberrant 
expression and/or activity of a polypeptide of the invention includes, but is not 
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limited to, alleviating symptoms associated with those diseases, disorders or 
conditions. Antibodies of the invention may be provided in pharmaceutical^ 
acceptable compositions as known in the an or as described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 
present invention locally or systemically in the body or by direct cytotoxicity of the 
antibody, e.g. as mediated by complement (CDC) or by effector cells (ADCC). 
Some of these approaches are described in more detail below. Armed with the 
teachings provided herein, one of ordinary skill in the art will know how to use the 
-nobodies of the present invention for diagnostic, monitoring or therapeutic purposes 
without undue experimentation. 

The antibodies of this invention may be advantageously utilized in 
combination with other monoclonal or chimeric antibodies, or with lymphokines or 
hematopoietic growth factors (such as, e.g.. IL-2, IL-3 and IL-7), for example, which 
serve to mcrease the number or activity of effector cells which interact with the 
antibodies. 

The antibodies of the invention may be administered alone or in combination 
with other types of treatments (e.g., radiation therapy, chemotherapy, hormonal 
therapy, immunotherapy and anti-tumor agents). Generally, administration of 
products of a species origin or species reactivity (in the case of antibodies) that is the 
same species as that of the patient is preferred. Thus, in a preferred embodiment 
human antibodies, fragments derivatives, analogs, or nucleic acids, are administered 
to a human patient for therapy or prophylaxis. 

It is preferred to use high affinity and/or potent in vivo inhibiting and/or 
neutralizing antibodies against polypeptides or polynucleotides of the present 
invention, fragments or regions thereof, for both immunoassays directed to and 
therapy of disorders related to polynucleotides or polypeptides, including fragments 
thereof, of the present invention. Such antibodies, fragments, or regions, will 
preferably have an affinity for polynucleotides or polypeptides of the invention, 
mcludmg fragments thereof. Preferred binding affinities include those with a 
dissociation constant or Kd less than 5 X 10» M, 10* M, 5 X 10-' M, 10 ' M 5 X 10* 
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M, 10- M, 5 X 10-' M, 10* M, 5 X ,Q* M . 10* M, 5 X .0 ' M, ,0' M, 5 X 10* M 
10* M, 5 X 10' M. 10»M, 5 X 10- M, ,0»M, 5 X ,0" M, 10" M, 5 X 10" MW 
12 M, 5 X 10- M, 10- » M, 5 X 10" M, 10* w M, 5 X 10" M, and 10" M. 

^ Gene Therapy 

In a specific embodiment, nucleic acids comprising sequences encoding 
anybodies or functional derivatives thereof, are administered to treat, inhibit or 
prevent a disease or disorder associated with aberrant expression and/or activity of a 
Po'ypeptideoftheinvention.bywayofgenetherapy. Gene therapy refers to therapy 
10 performed by the administration to a subject of an expressed or expressible nucleic 
actd. In this embodiment of the invention, the nucleic acids produce their encoded 
protein that mediates a therapeutic effect. 

Any of the methods for gene therapy available in the art can be used accordin* 
to the present invention. Exemplary methods arc described below. 
'5 For general reviews of the methods of gene therapy, see Goldspiel et al 

Chmcal Pharmacy 12:488-505 (1993); Wu and Wu. Biotherapy 3 87-95 (1991)- 
Tolstoshev, Ann. Rev. Pharmacol. Toxicol. 32:573-596 (1993); Mulligan, Science 
260:926-932 (1993); and Morgan and Anderson, Ann. Rev. Biochem 6* 191-217 
(1993): May, TIBTECH 1 1(5):,55-215 (1993). Methods common ly known in the art 
20 of recombinant DNA technology which can be used are described in Ausubel et a, 
(eds.), Current Protocols in Molecular Biology, John Wiley & Sons, NY (1993)- and 
Knegler, Gene Transfer and Expression, A Laboratory Manual, Stockton Press, NY 

In a preferred aspect, the compound comprises nucleic acid sequences 
25 encodmg an antibody, said nucleic acid sequences being part of expression vectors 
that express the antibody or fragments or chimeric proteins or heavy or light chains 
thereof in a suitable host. In particular, such nucleic actd sequences have promoters 
operably linked to the antibody coding region, said promoter being inducible or 
constitutive, and, optionally, tissue- specific. In another panicu.ar embodiment 
nucleic acid molecules are used in which me antibody coding sequences and any other 
destred sequences are flanked by regions that promote homologous recombination at a 
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desired site in the genome, thus providing for intrachromosomal expression of the 
antibody encoding nucleic acids (Roller and Smithies, Proc. Natl. Acad. Sci. USA 
86:8932-8935 (1989); Zijlstra et al., Nature 342:435-438 (1989). In specific 
embodiments, the expressed antibody molecule is a single chain antibody; 
5 alternatively, the nucleic acid sequences include sequences encoding both the heavy 
and light chains, or fragments thereof, of the antibody. 

Delivery of the nucleic acids into a patient may be cither direct, in which case 
the patient is directly exposed to the nucleic acid or nucleic acid- carrying vectors, or 
indirect, in which case, cells are first transformed with the nucleic acids in vitro, then 
10 transplanted into the patient. These two approaches arc known, respectively, as in 
vivo or ex vivo gene therapy. 

In a specific embodiment, the nucleic acid sequences are directly administered 
«n vivo, where it is expressed to produce the encoded product. This can be 
accomplished by any of numerous methods known in the art, e.g., by constructing 
15 them as part of an appropriate nucle.c acid expression vector and administering it so 
that they become intracellular, e.g., by infection using defective or attenuated 
retrovirals or other viral vectors (see U.S. Paten. No. 4,980,286), or by direct 
injection of naked DNA, or by use of microparticle bombardment (e.g., a gene gun: 
Biolistic, Dupont), or coating with lipids or cell-surface receptors or transfecting 
agents, encapsulation in liposomes, microparticles, or microcapsules, or by 
administering them in linkage to a peptide which is known to enter the nucleus, by 
administering it in linkage to a ligand subject to receptor-mediated endocytosis (see. 
e.g., Wu and Wu, J. Biol. Chem. 262:4429-4432 (1987)) (which can be used to target 
cell types specifically expressing the receptors), etc. In another embodiment, nucleic 
25 actd-ligand complexes can be formed in which the ligand comprises a fusogenic viral 
peptide to disrupt endosomes, allowing the nucleic acid to avoid lysosomal 
degradation. In yet another embodiment, the nucleic acid can be targeted in vivo for 
cell specific uptake and expression, by targeting a specific receptor (see, e.g PCT 
Publications WO 92/06180; WO 92/22635; WO92/20316; W093/14188, WO 
30 93/20221). Alternatively, the nucleic acid can be introduced intracellularly and 
incorporated within host cell DNA for expression, by homologous recombination 
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(Koller and Smithies, Proc. Natl. Acad. Sci. USA 86:8932-8935 (1989); Zijlstra et al 
Nature 342:435-438 ( 1 989)). 

In a specific embodiment, viral vectors that contains nucleic acid sequences 
encoding an antibody of the invention are used. For example, a retroviral vector can 
5 beused(seeMilleretal.,Meth.En Z ymol.217:581-599(1993)). These retroviral 
vectors contain the components necessary for the correct packaging of the viral 
genome and integration into the host cell DNA. The nuclei acid sequences encodin. 
the anttbody , 0 be used in gene therapy are cloned into one or more vectors which ' 
facilitates de.ivery of the gene into a patient. More detail about retroviral vectors can 
10 be found tn Boesen et al., Biotherapy 6:291-302 (1994), which describes the use of a 
retroviral vector to deliver the mdrl gene to hematopo.etic stem cells in order to 
make the stem cells more resistant to chemotherapy. Other references illustratin* the 
use of retroviral vectors in gene therapy are: Clowes et al., J. Clin. Invest 93644- 
651 (1994); Kiem et a.., Blood 83:1467-1473 (1994); Salmons and Gunzberg, Human 
Gene Therapy 4:129-141 ( .993); and Grossman and Wilson, Curr. Opin. in Geneucs 
and Devel. 3:110-114(1993). 

Adenoviruses are other viral vectors that can be used in gene therapy 
Adenoviruses are especially attractive vehicles for delivering genes to respiratory 
epitheha. Adenoviruses naturally infect respiratory epithelia where they cause a mild 
dtsease. Other targets for adenovirus-based delivery systems are liver, the central 
nervous system, endothehal cells, and muscle. Adenoviruses have the advantaee of 
being capable of infecting non-dividing cells. Kozarsky and Wilson, Current 
Opinion in Genetics and Development 3:499-503 (1993) present a review of 
adenovirus-based gene therapy. Bout et al.. Human Gene Therapy 5:3-10 (1994) 
demonstrated the use of adenovirus vectors to transfer genes to the respiratory 
epithelia of rhesus monkeys. Other instances of the u.se of adenoviruses in gene 
therapy can be found in Rosenfeld et al., Science 252:43 1-434 (1991 ); Rosenfeld et 
al., Cell 68:143- 155 (1992): Mastrangel. et al., J. Clin. Invest. 91:225-234 (1993)- 
PCT Publication W094/12649; and Wang, et al.. Gene Therapy 2:775-783 (1995)! In 
a preferred embodiment, adenovirus vectors are used. 
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Adeno-associated virus (AAV) has also been proposed for use in gene therapy 
(Walsh et al., Proc. Soc. Exp. Biol. Med. 204:289-300 (1993); U.S. Patent No. 
5,436,146). 

Another approach to gene therapy involves transferring a gene to cells in 
tissue culture by such methods as electroporation, lipofection, calcium phosphate 
mediated transfection, or viral infection. Usually, the method of transfer includes the 
transfer of a selectable marker to the cells. The cells are then placed under selection 
to isolate those cells that have taken up and are expressing the transferred gene. 
Those cells are then delivered to a patient. 

In this embodiment, the nucleic acid is introduced into a cell prior to 
administration in vivo of the resulting recombinant cell. Such introduction can be 
carried out by any method known in the art. including but not limited to transfection, 
electroporation, microinjection, infection with a viral or bacteriophage vector 
containing the nucleic acid sequences, cell fusion, chromosome-mediated gene 
transfer, microcell-mediated gene transfer, spheroplast fusion, etc. Numerous 
techniques are known in the art for the introduction of foreign genes into cells (see, 
e.g., Loeffler and Behr, Meth. Enzymol. 217:599-618 (1993); Cohen et al., Meth. 
Enzymol. 217:618-644 (1993); Cline, Pharmac. Ther. 29:69-92m (1985) and may be 
used in accordance with the present invention, provided that the necessary 
developmental and physiological functions of the recipient cells are not disrupted. 
The technique should provide for the stable transfer of the nucleic acid to the cell, so 
that the nucleic acid is expressible by the cell and preferably heritable and 
expressible by its cell progeny. 

The resulting recombinant cells can be delivered to a patient by various 
methods known in the art. Recombinant blood cells (e.g., hematopoietic stem or 
progenitor cells) are preferably administered intravenously. The amount of cells 
envisioned for use depends on the desired effect, patient state, etc., and can be 
determined by one skilled in the art. 

Cells into which a nucleic acid can be introduced for purposes of gene therapy 
encompass any desired, available cell type, and include but are not limited to 
epithelial cells, endothelial cells, kcradnocytes, fibroblasts, muscle cells, hepatocytes; 
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blood cells such as Tlymphocytes, Blymphocytes. monocytes, macrophages, 
neutrophils, eosinophils, megakaryocytes, granulocytes; various stem or progenitor 
cells, in particular hematopoietic stem or progenitor cells, e.g., as obtained from bone 
marrow, umbilical cord blood, peripheral blood, fetal liver, etc. 

5 In a preferred embodiment, the cell used for gene therapy is autologous to the 

patient. 

In an embodiment in which recombinant cells are used in gene therapy, 
nucleic add sequences encoding an antibody are introduced into the cells such that 
they arc expressible by the cells or their progeny, and the recombinant cells are then 
10 administered in vivo for therapeuttc effect. In a specific embodiment, stem or 

progenitor cells are used. Any stem and/or progenitor cells which can be isolated and 
maintained in vitro can potentially be used in accordance with this embodiment of 
the present invention (see e.g. PCT Publication WO 94/08598; Stemple and 
Anderson, Cell 71;973-985 (1992); Rheinwald, Meth. Cell Bio. 21 A;229 (1980); and 
15 Pittelkow and Scott, Mayo Clinic Proc. 61 :771 (1986)). 

In a specific embodiment, the nucleic acid to be introduced for purposes of 
gene therapy comprises an inducible promoter operably linked to the coding region 
such that expression of the nucleic acid is controllable by controlling the presence or 

absence of the appropriate inducer of transcription. Demonstration of Therapeutic or 
20 Prophylactic Activity 

The compounds or pharmaceutical compositions of the invention are 
preferably tested in vitro, and then in vivo for the desired therapeutic or prophylactic 
aenvity, prior to use in humans. For example, in vitro assays to demonstrate the 
therapeutic or prophylactic utility of a compound or pharmaceutical composition 
25 mclude, the effect of a compound on a cell line or a patient tissue sample. The effect 
of the compound or composition on the cell line and/or tissue sample can be 
determined utilizing techniques known to those of skill in the art including, but not 
Imuted to, rosette formation assays and cell lysis assays. In accordance with the 
invention, in vitro assays which can be used to determine whether administrate of a 
30 spectfic compound is indicated, include in vitro cell culture assays in which a patient 
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tissue sample is grown in culture, and exposed to or otherwise administered a 
compound, and the effect of such compound upon the tissue sample is observed. 

Therapeutic/Prophylactic Administration and Composition 

The invention provides methods of treatment, inhibition and prophylaxis by 
administration to a subject of an effective amount of a compound or pharmaceutical 
composition of the invention, preferably an antibody of the invention. In a preferred 
aspect, the compound is substantially purified (e.g.. substantially free from 
substances that limit its effect or produce undesired side-effects). The subject is 
preferably an animal, including but not limited to animals such as cows, pigs, horses, 
chickens, cats, dogs, etc., and is preferably a mammal, and most preferably human. 

Formulations and methods of administration that can be employed when the 
compound comprises a nucleic acid or an immunoglobulin are described above; 
additional appropriate formulations and routes of administration can be selected from 
among those described herein below. 

Various delivery systems are known and can be used to administer a 
compound of the invention, e.g„ encapsulation in liposomes, microparticles, 
microcapsules, recombinant cells capable of expressing the compound, receptor- 
mediated endocytosis (sec, e.g., Wu and Wu, J. Biol. Chem. 262:4429-4432 (1987)). 
construction of a nucleic acid as part of a retroviral or other vector, etc. Methods of 
introduction include but are not limited to intradermal, intramuscular, intraperitoneal, 
intravenous, subcutaneous, intranasal, epidural, and oral routes. The compounds or 
compositions may be administered by any convenient route, for example by infusion 
or bolus injection, by absorption through epithelial or mucocutaneous linings (e.g., 
oral mucosa, rectal and intestinal mucosa, etc.) and may be administered together 
with other biologically active agents. Administration can be systemic or local. In 
addition, it may be desirable to introduce the pharmaceutical compounds or 
compositions of the invention into the central nervous system by any suitable route, 
including intraventricular and intrathecal injection; intraventricular injection may be 
facilitated by an intraventricular catheter, for example, attached to a reservoir, such 
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as an Ommaya reservoir. Pulmonary administration can also be employed, e.g., by 
use of an inhaler or nebulizer, and. formulation with an aerosolizing agent. 

In a specific embodiment, i, may be desirable to administer the pharmaceutical 
compounds or compositions of the invention locally to the area in need of treatment; 
5 this may be achieved by, for example, and not by way of limitation, local infusion 
during surgery, topical application, e.g., in conjunction with a wound dressing after 
surgery, by injection, by means of a catheter, by means of a suppository, or by means 
of an implant, said implant being of a porous, non-porous, or gelatinous material, 
including membranes, such as sialastic membranes, or fibers. Preferably, when 
10 administering a protein, including an antibody, of the invention, care must be taken to 
use materials to which the protein does not absorb. 

In another embodiment, the compound or composition can be delivered in a 
vesicle, in particular a liposome (see Langer, Science 249:1527-1533 (1990); Treat et 
al., in Liposomes in the Therapy of Infectious Disease and Cancer, Lopez-Berestein 
and Fidler (eds.), Liss, New York, pp. 353- 365 (1989); Lopez-Berestein, ibid., pp. 
317-327; see generally ibid.) 

In yet another embodiment, the compound or composition can be delivered in 
a controlled release system. In one embodiment, a pump may be used (see Langer 
supra; Sefton, CRC Crit. Ref. Biomed. Eng. 14:201 (1987): Buchwald et al., Surgery 
88:507 (1980); Saudek et al., N. Engl. J. Med. 321:574 (1989)). In another 
embodiment, polymeric materials can be used (see Medical Applications of 
Controlled Release, Langer and Wise (eds.), CRC Pres., Boca Raton, Florida (1974)- 
Controlled Drug Bioavailability, Drug Product Design and Performance, Smoien and 
Ball (eds.), Wiley, New York (1984); Ranger and Peppas, J., Macromol. Sci. Rev 
Macromol. Chem. 23:61 (1983); see also Levy et al., Science 228:190 (1985); Durinc 
et al., Ann. Neurol. 25:351 (1989); Howard et al., J.Neurosurg. 71:105 (1989)). In yet 
another embodiment, a controlled release system can be placed in proximity of the 
therapeutic target, i.e., the brain, thus requiring only a fraction of the systemic dose 

(see, e.g.,Goodson, in Medical Applications of Controlled Release, supra, vol 2 pp 
30 115-138(1984)). 
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Other controlled release systems are discussed in the review by Langer 
(Science 249:1527-1533 (1990)). 

In a specific embodiment where the compound of the invention is a nucleic 
acid encoding a protein, the nucleic acid can be administered in vivo to promote 
expression of its encoded protein, by constructing it as part of an appropriate nucleic 
acid expression vector and administering it so that it becomes intracellular, e.g., by 
use of a retroviral vector (see U.S. Patent No. 4,980,286), or by direct injection, or by 
use of microparticle bombardment (e.g., a gene gun; Biolistic, Dupont), or coating 
with lipids or cell-surface receptors or transacting agents, or by administering it in 
linkage to a homeobox- like peptide which is known to enter the nucleus (see e.g., 
Joliot et al., Proc. Natl. Acad. Sci. USA 88:1864-1868 (1991)). etc. Alternatively! a 
nucleic acid can be introduced intracellularly and incorporated within host cell DNA 
for expression, by homologous recombination. 

The present invention also provides pharmaceutical compositions. Such 
compositions comprise a therapeutically effective amount of a compound, and a 
pharmaceutical^ acceptable carrier. In a specific embodiment, the term 
"pharmaceutically acceptable" means approved by a regulatory agency of the Federal 
or a state government or listed in the U.S. Pharmacopeia or other generally recognized 
pharmacopeia for use in animals, and more particularly in humans. The term 
"carrier" refers to a diluent, adjuvant, excipient, or vehicle with which the therapeutic 
is administered. Such pharmaceutical carriers can be sterile liquids, such as water 
and oils, including those of petroleum, animal, vegetable or synthetic origin, such as 
peanut oil, soybean oil, mineral oil, sesame oil and the like. Water is a preferred 
carrier when the pharmaceutical composition is administered intravenously. Saline 
solutions and aqueous dextrose and glycerol solutions can also be employed as liquid 
carriers, particularly for injectable solutions. Suitable pharmaceutical excipients 
include starch, glucose, lactose, sucrose, gelatin, malt, rice, flour, chalk, silica gel, 
sodium stearate, glycerol monostearate, talc, sodium chloride, dried skim milk, 
glycerol, propylene, glycol, water, ethanol and the like. The composition, if desired, 
can also contain minor amounts of wetting or emulsifying agents, or pH buffering 
agents. These compositions can take the form of solutions, suspensions, emulsion, 
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tablets, pills, capsules, powders, sustained-release formulations and the like. The 
composition can be formulated as a suppository, with traditional binders and carriers 
such as triglycerides. Oral formulation can include standard carriers such as 
pharmaceutical grades of mannitol, lactose, starch, magnesium stearate, sodium 
5 saccharine, cellulose, magnesium carbonate, etc. Examples of suitable 

pharmaceutical carriers are described in "Remington's Pharmaceutical Sciences" by 
E.W. Martin. Such compositions will contain a therapeutically effective amount of 
the compound, preferably in purified form, together with a suitable amount of carrier 
so as to provide the form for proper administration to the patient. The formulation 
10 should suit the mode of administration. 

In a preferred embodiment, the composition is formulated in accordance with 
routine procedures as a pharmaceutical composition adapted for intravenous 
administration to human beings. Typically, compositions for intravenous 
administration are solutions in sterile isotonic aqueous buffer. Where necessary, the 
composition may also include a solubilizing agent and a local anesthetic such as 
lignocaine to ease pain at the site of the injection. Generally, the ingredients are 
supplied either separately or mixed together in unit dosage form, for example, as a dry 
lyophilized powder or water free concentrate in a hermetically sealed container such 
as an ampoule or sachette indicating the quantity of active agent. Where the 
composition is to be administered by infusion, it can be dispensed with an infusion 
bottle containing sterile pharmaceutical grade water or saline. Where the composition 
is administered by injection, an ampoule of sterile water for injection or saline can be 
provided so that the ingredients may be mixed prior to administration. 

The compounds of the invention can be formulated as neutral or salt forms. 
25 Pharmaceutical^ acceptable salts include those formed with anions such as those 
derived from hydrochloric, phosphoric, acetic, oxalic, tartaric acids, etc., and those 
formed with cations such as those derived from sodium, potassium, ammonium, 
calcium, ferric hydroxides, isopropylamine, triethylamine, 2-ethylamino ethanol, 
histidine, procaine, etc. 

30 The amount of the compound of the invention which will be effective in the 

treatment, inhibition and prevention of a disease or disorder associated with aberrant 
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expression and/or activity of a polypeptide of the invention can be determined by 
standard clinical techniques. In addition, in vitro assays may optionally be employed 
to help identify optimal dosage ranges. The precise dose to be employed in the 
formulation will also depend on the route of administration, and the seriousness of 
5 the disease or disorder, and should be decided according to the judgment of the 
practitioner and each patient's circumstances. Effective doses may be extrapolated 
from dose-response curves derived from in vitro or animal model test systems. 

For antibodies, the dosage administered to a patient is typically 0. 1 mg/kg to 
100 mg/kg of the patient's body weight. Preferably, the dosage administered to a 
patient is between 0. 1 mg/kg and 20 mg/kg of the patient's body weight, more 
preferably 1 mg/kg to 10 mg/kg of the patient's body weight. Generally, human 
antibodies have a longer half-life within the human body than antibodies from other 
species due to the immune response to the foreign polypeptides. Thus, lower dosage, 
of human antibodies and less frequent administration is often possible. Further, the 
dosage and frequency of administration of antibodies of the invention may be ' 
reduced by enhancing uptake and tissue penetration (e.g., into the brain) of the 
antibodies by modifications such as, for example, lipidation. 

The invention also provides a pharmaceutical pack or kit comprising one or 
more containers filled with one or more of the ingredients of the pharmaceutical 
compositions of the invention. Optionally associated with such containers) can be a 
notice in the form prescribed by a governmental agency regulating the manufacture, 
use or sale of pharmaceuticals or biological products, which notice reflects approval 
by the agency of manufacture, use or sale for human administration. Diagnosis and 
Imaging 

Labeled antibodies, and derivatives and analogs thereof, which specifically 
bind to a polypeptide of interest can be used for diagnostic purposes to detect, 
diagnose, or monitor diseases, disorders, and/or conditions associated with the 
aberrant expression and/or activity of a polypeptide of the invention. The invention 
provides for the detection of aberrant expression of a polypeptide of interest, 
comprising (a) assaying the expression of the polypeptide of interest in cells or body 
flu.d of an individual using one or more antibodies specific to the polypeptide interest 
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and (b) comparing the level of gene expression with a standard gene expression level, 
whereby an increase or decrease in the assayed polypeptide gene expression level 
compared to the standard expression level is indicative of aberrant expression. 

The invention provides a diagnostic assay for diagnosing a disorder, 
comprising (a) assaying the expression of the polypeptide of interest in cells or body 
fluid of an individual using one or more antibodies specific to the polypeptide interest 
and (b) comparing the level of gene expression with a standard gene expression level, 
whereby an increase or decrease in the assayed polypeptide gene expression level 
compared to the standard expression level is indicative of a particular disorder. With 
respect to cancer, the presence of a relatively high amount of transcript in biopsied 
tissue from an individual may indicate a predisposition for the development of the 
disease, or may provide a means for detecting the disease prior to the appearance of 
actual clinical symptoms. A more definitive diagnosis of this type may allow health 
professionals to employ preventative measures or aggressive treatment earlier 
thereby preventing the development or further progression of the cancer. 

Antibodies of the invention can be used to assay protein levels in a biological 
sample using classical immunqhistological methods known to those of skill in the art 
(e.g., see Jalkanen, et al., J. Cell. Biol. 101:976-985 (1985); Jalkanen, ct a!., J. Cell . 
Biol. 105:3087-3096 (1987)). Other antibody-based methods useful for detecting 
protein gene expression include immunoassays, such as the enzyme linked 
immunosorbent assay (ELBA) and the radioimmunoassay (RIA). Suitable antibody 
assay labels are known in the art and include enzyme labels, such as, glucose oxidase: 
radioisotopes, such as iodine (1251, 1211), carbon (14C), sulfur (35S), tritium (3H), 
indium (1 12In), and technetium (99Tc); luminescent labels, such as luminol; and 
fluorescent labels, such as fluorescein and rhodamine, and biotin. 

One aspect of the invention is the detection and diagnosis of a disease or 
disorder associated with aberrant expression of a polypeptide of interest in an animal, 
preferably a mammal and most preferably a human. In one embodiment, diagnosis 
comprises: a) administering (for example, parenterally, subcutaneously, or 
intraperitoneally) to a subject an effective amount of a labeled molecule which 
specifically binds to the polypeptide of interest; b) waiting for a time interval 
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following the administering for permitting the labeled molecule to preferentially 
concentrate at sites in the subject where the polypeptide is expressed (and for 
unbound labeled molecule to be cleared to background level); c) determining 
background level; and d) detecting the labeled molecule in the subject, such that 
detection of labeled molecule above the background level indicates that the subject 
has a particular disease or disorder associated with aberrant expression of the 
polypeptide of interest. Background level can be determined by various methods 
including, comparing the amount of labeled molecule detected to a standard value 
previously determined for a particular system. 

It will be understood in the art that the size of the subject and the imaging 
system used will determine the quantity of imaging moiety needed to produce 
diagnostic images. In the case of a radioisotope moiety, for a human subject, the 
quantity of radioactivity injected will normally range from about 5 to 20 millicuries of 
99mTc. The labeled antibody or antibody fragment will then preferentially 
accumulate at the location of cells which contain the specific protein. In vivo tumor 
imaging is described in S.W. Burchiel et al., "Immunopharmacokinetics of 
Radiolabeled Antibodies and Their Fragments." (Chapter 13 in Tumor Imaging: 
The Radiochemical Detection of Cancer, S.W. Burchiel and B. A. Rhodes, eds., 
Masson Publishing Inc. (1982). 

Depending on several variables, including the type of label used and the mode 
of administration, the time interval following the administration for permitting the 
labeled molecule to preferentially concentrate at sites in the subject and for unbound 
labeled molecule to be cleared to background level is 6 to 48 hours or 6 to 24 hours or 
6 to 12 hours. In another embodiment the time interval following administration is 5 
25 to 20 days or 5 to 10 days. 

In an embodiment, monitoring of the disease or disorder is carried out by 
repeating the method for diagnosing the disease or disease, for example, one month 
after initial diagnosis, six months after initial diagnosis, one year after initial 
diagnosis, etc. 

Presence of the labeled molecule can be detected in the patient using methods 
known in the art for in vivo scanning. These methods depend upon the type of label 



20 



30 



WO 00/57903 



IIS 



PCT/US00/07525 



used. Skilled artisans will be able to determine the appropriate method for detecting a 
particular label. Methods and devices that may be used in the diagnostic methods of 
the invention include, but are not limited to, computed tomography (CT), whole body 
scan such as position emission tomography (PET), magnetic resonance imaging 
5 (MRI), and sonography. 

In a specific embodiment, the molecule is labeled with a radioisotope and is 
detected in the patient using a radiation responsive surgical instrument (Thurston et 
al., U.S. Patent No. 5,441,050). In another embodiment, the molecule is labeled with 
a fluorescent compound and is detected in the patient using a fluorescence responsive 
10 scanning instrument. In another embodiment, the molecule is labeled with a positron 
emitting metal and is detected in the patent using positron emission-tomography. In 
yet another embodiment, the molecule is labeled with a paramagnetic label and is 
detected in a patient using magnetic resonance imaging (MRI). Kits 

The present invention provides kits that can be used in the above methods. In 
15 one embodiment, a kit comprises an antibody of the invention, preferably a purified 
antibody, in one or more containers. In a specific embodiment, the kits of the present 
invention contain a substantially, isolated polypeptide comprising an epitope which is 
specifically immunoreactive with an antibody included in the kit. Preferably, the kits 
of the present invention further comprise a control antibody which does not react with 
the polypeptide of interest. In another specific embodiment, the kits of the present 
invention contain a means for detecting the binding of an antibody to a polypeptide of 
interest (e.g., the antibody may be conjugated to a detectable substrate such as a 
fluorescent compound, an enzymatic substrate, a radioactive compound or a 
luminescent compound, or a second antibody which recognizes the first antibody may 
be conjugated to a detectable substrate). 

In another specific embodiment of the present invention, the kit is a diagnostic 
kit for use in screening serum containing antibodies specific against proliferative 
and/or cancerous polynucleotides and polypeptides. Such a kit may include a control 
antibody that does not react with the polypeptide of interest. Such a kit may include a 
substantially isolated polypeptide antigen comprising an epitope which is specifically 
immunoreactive with at least one anti-polypeptide antigen antibody. Further, such a 
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kit includes means for detecting the binding of said antibody to the antigen (e.g., the 
antibody may be conjugated to a fluorescent compound such as fluorescein or" 
rhodamine which can be detected by flow cytometry). In specific embodiments, the 
kit may include a recombinant^ produced or chemically synthesized polypeptide 
5 antigen. The polypeptide antigen of the kit may also be attached to a solid support. 

In a more specific embodiment the detecting means of the above-described kit 
includes a solid support to which said polypeptide antigen is attached. Such a kit may 
also include a non-attached reporter-labeled anti-human antibody. In this 
embodiment, binding of the antibody to the polypeptide antigen can be detected by 
10 binding of the said reporter-labeled antibody. 

In an additional embodiment, the invention includes a diagnostic kit for use in 
screening serum containing antigens of the polypeptide of the invention. The 
diagnostic kit includes a substantially isolated antibody specifically immunoreactive 
w.th polypeptide or polynucleotide antigens, and means for detecting the bindin* of 
15 the polynucleotide or polypeptide antigen to the antibody. In one embodiment the 
antibody is attached to a solid support. In a specific embodiment, the antibody may be 
a monoclonal antibody. The detecting means of the kit may include a second, labeled 
monoclonal antibody. Alternatively, or in addition, the detecting means may include 
a labeled, competing antigen. 

20 In one diagnostic configuration, test serum is reacted with a solid phase 

reagent having a surface-bound antigen obtained by the methods of the present 
invention. After binding with specific antigen antibody to the reagent and removing 
unbound serum components by washing, the reagent is reacted with reporter-labeled 
anti-human antibody to bind reporter to the reagent in proportion to the amount of 
25 bound anti-antigen antibody on the solid support. The reagent is again washed to 
remove unbound labeled antibody, and the amount of reporter associated with the 
reagent is determined. Typically, the reporter is an enzyme which is detected by 
incubating the solid phase in the presence of a suitable fluorometric, luminescent or 
colonmetric substrate (Sigma, St. Louis, MO). 
30 The solid surface reagent in the above assay is prepared by known techniques 

for attaching protein material to solid support material, such as polymeric beads, dip 
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sticks, 96-well plate or filter material. These attachment methods generally include 
non-specific adsorption of the protein to the support or covalent attachment of the 
protein, typically through a free amine group, to a chemically reactive group on the 
solid support, such as an activated carboxyl, hydroxyl, or aldehyde group. 
5 Alternatively, streptavidin coated plates can be used in conjunction with biotinylated 
antigen(s). 

Thus, the invention provides an assay system or kit for carrying out this 
diagnostic method. The kit generally includes a support with surface- bound 
recombinant antigens, and a reporter-labeled anti-human antibody for detecting 
10 surface-bound anti-antigen antibody. 
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Fusion PrntPin^ 

Any polypeptide of the present invention can be used to generate fusion 
1 5 proteins. For example, the polypeptide of the present invention, when fused to a 
second protein, can be used as an antigenic tag. Antibodies raised against the 
polypeptide of the present invention can be used to indirectly detect the second 
protein by binding to the polypeptide. Moreover, because secreted proteins target 
cellular locations based on trafficking signals, the polypeptides of the present 
invention can be used as targeting molecules once fused to other proteins. 

Examples of domains that can be fused to polypeptides of the present 
invention include not only heterologous signal sequences, but also other heterologous 
functional regions. The fusion does not necessarily need to be direct, but may occur 
through linker sequences. 
25 Moreover, fusion proteins may also be engineered to improve characteristics 

of the polypeptide of the present invention. For instance, a region of additional amino 
acids, particularly charged amino acids, may be added to the N-terminus of the 
polypeptide to improve stability and persistence during purification from the host cell 
or subsequent handling and storage. Also, peptide moieties may be added to the 
30 polypeptide to facilitate purification. Such regions may be removed prior to final 
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preparation of the polypeptide. The addition of peptide moieties to facilitate handling 
of polypeptides are familiar and routine techniques in the art. 

Moreover, polypeptides of the present invention, including fragments, and 
specifically epitopes, can be combined with parts of the constant domain of 
immunoglobulins (IgA, IgE, IgG, IgM) or portions thereof (CHI, CH2, CH3, and any 
combination thereof, including both enure domains and portions thereof), resulting in 
chimeric polypeptides. These fusion proteins facilitate purification and show an 
increased half-life in vivo. One reported example describes chimeric proteins 
consisting of the first two domains of the human CD4-polypeptide and various 
domains of the constant regions of the heavy or light chains of mammalian 
immunoglobulins. (EP A 394,827; Trauneckeret al., Nature 331:84-86 (1988).) 
Fusion proteins having disulfide-linked dimeric structures (due to the IgG) can also be 
more efficient in binding and neutralizing other molecules, than the monomeric 
secreted protein or protein fragment alone. (Fountoulakis ct al., J. Biochem. 
270:3958-3964(1995).) 

Similarly, EP-A-0 464 533 (Canadian counterpart 2045869) discloses fusion 
proteins comprising various portions of constant region of immunoglobulin molecules 
together with another human protein or part thereof. In many cases, the Fc part in a 
fusion protein is beneficial in therapy and diagnosis, and thus can result in, for 
example, improved pharmacokinetic properties. (EP-A 0232 262.) Alternatively, 
deleting the Fc part after the fusion protein has been expressed, detected, and purified, 
would be desired. For example, the Fc portion may hinder therapy and diagnosis if 
the fusion protein is used as an antigen for immunizations. In drug discovery, for 
example, human proteins, such as hIL-5, have been fused with Fc portions for the 
purpose of high-throughput screening assays to identify antagonists of hIL-5. (See, 
D. Bennett et al., J. Molecular Recognition 8:52-58 (1995); K. Johanson et al., J. Biol. 
Chem. 270:9459-9471 (1995).) 

Moreover, the polypeptides of the present invention can be fused to marker 
sequences, such as a peptide which facilitates purification of the fused polypeptide. 
In preferred embodiments, the marker amino acid sequence is a hexa-histidinc 
peptide, such as the tag provided in a pQE vector (QIAGEN, Inc., 9259 Eton Avenue, 
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Chatsworth, CA, 9131 1), among others, many of which are commercially available. 
As described in Gcntz et al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for 
instance, hexa-histidine provides for convenient purification of the fusion protein. 
Another peptide tag useful for purification, the "HA" tag, corresponds to an epitope 
5 derived from the influenza hemagglutinin protein. (Wilson et al., Cell 37:767 
(1984).) 

Thus, any of these above fusions can be engineered using the polynucleotides 
or the polypeptides of the present invention. 

W Vectors. Ho st Cells, and Protein Production 

The present invention also relates to vectors containing the polynucleotide of 
the present invention, host cells, and the production of polypeptides by recombinant 
techniques. The vector may be, for example, a phage, plasmid, viral, or retroviral 
vector. Retroviral vectors may be replication competent or replication defective. In 
the latter case, viral propagation generally will occur only in complementing host 
cells. 

The polynucleotides may be joined to a vector containing a selectable marker 
for propagation in a host. Generally, a plasmid vector is introduced in a precipitate, 
such as a calcium phosphate precipitate, or in a complex with a charged lipid. If the 
vector is a virus, it may be packaged in vitro using an appropriate packaging cell line 
and then transduced into host cells. 

The polynucleotide insert should be operatively linked to an appropriate 
promoter, such as the phage lambda PL promoter, the E. coli lac, trp, phoA and tac 
promoters, the SV40 early and late promoters and promoters of retroviral LTRs, to 
name a few. Other suitable promoters will be known to the skilled artisan. The 
expression constructs will further contain sites for transcription initiation, termination, 
and, in the transcribed region, a ribosome binding site for translation. The coding 
portion of the transcripts expressed by the constructs will preferably include a 
translation initiating codon at the beginning and a termination codon (UAA, UGA or 
UAG) appropriately positioned at the end of the polypeptide to be translated. 
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As indicated, the expression vectors will preferably include at least one 
selectable marker. Such markers include dihydrofolate reductase, G418 or neomycin 
resistance for eukaryotic cell culture and tetracycline, kanamycin or ampicillin 
resistance genes for culturing in E. coli and other bacteria. Representative examples 
5 of appropriate hosts include, but are not limited to, bacterial cells, such as E. coli, 
Streptomyces and Salmonella typhimurium cells; fungal cells, such as yeast cells 
(e.g., Saccharomyces cerevisiae or Pichia pastoris (ATCC Accession No. 201 178)); 
insect cells such as Drosophila S2 and Spodoptera Sf9 cells; animal cells such as 
CHO, COS, 293, and Bowes melanoma cells; and plant cells. Appropriate culture 
10 mediums and conditions for the above-described host cells are known in the art. 

Among vectors preferred for use in bacteria include pQE70, pQE60 and pQE- 
9, available from QIAGEN, Inc.; pBluescript vectors, Phagescript vectors, pNH8A, 
P NH16a, pNH18A, pNH46A, available from Stratagene Cloning Systems, Inc.; and 
ptrc99a, P KK223-3, pKK233-3, P DR540, pRIT5 available from Pharmacia Biotech, 
Inc. Among preferred eukaryotic vectors are pWLNEO, pSV2CAT, pOG44, pXTl 
and pSG available from Stratagene; and pS VK3, pBPV, pMSG and pSVL available 
from Pharmacia. Preferred expression vectors for use in yeast systems include, but are 
not limited to pYES2, pYDl, pTEFl/Zeo, P YES2/GS,pPICZ,pGAPZ, pGAPZalph. 
PPIC9, pPIC3.5, pHIL-D2, pHIL-SI, pPlC3.5K, pPIC9K, and PA0815 (all available 
from Invitrogen, Carlbad, CA). Other suitable vectors will be readily apparent to the 
skilled artisan. 

Introduction of the construct into the host cell can be effected by calcium 
phosphate transfection, DEAE-dextran mediated transfection, cationic lipid-medialed 
transfection, electroporation, transduction, infection, or other methods. Such methods 
are described in many standard laboratory manuals, such as Davis ct al., Basic 
Methods In Molecular Biology (1986). It is specifically contemplated that the 
polypeptides of the present invention may in fact be expressed by a host cell lacking a 
recombinant vector. 

A polypeptide of this invention can be recovered and purified from 
recombinant cell cultures by well-known methods including ammonium sulfate or 
ethanoi precipitation, acid extraction, anion or cation exchange chromatography, 
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phosphocellulose chromatography, hydrophobic interaction chromatography, affinity 
chromatography, hydroxylapatite chromatography and lectin chromatography. Most 
preferably, high performance liquid chromatography ("HPLC") is employed for 
purification. 

Polypeptides of the present invention, and preferably the secreted form, can 
also be recovered from: products purified from natural sources, including bodily 
fluids, tissues and cells, whether directly isolated or cultured; products of chemical 
synthetic procedures; and products produced by recombinant techniques from a 
prokaryotic or eukaryotic host, including, for example, bacterial, yeast, higher plant, 
insect, and mammalian cells. Depending upon the host employed in a recombinant 
production procedure, the polypeptides of the present invention may be glycosylated 
or may be non-glycosylated. In addition, polypeptides of the invention may also 
include an initial modified methionine residue, in some cases as a result of host- 
mediated processes. Thus, it is well known in the art that the N-terminal methionine 
encoded by the translation initiation codon generally is removed with high efficiency 
from any protein after translation in all eukaryotic cells. While the N-terminal 
methionine on most proteins also is efficiently removed in most prokaryotes, for some 
proteins, this prokaryotic removal process is inefficient, depending on the nature of 
the amino acid to which the N-terminal methionine is covalently linked. 

In one embodiment, the yeast Pichia pastoris is used to express the 
polypeptide of the present invention in a eukaryotic system. Pichia pastoris is a 
methylotrophic yeast which can metabolize methanol as its sole carbon source. A 
main step in the methanol metabolization pathway is the oxidation of methanol to 
formaldehyde using 0 2 . This reaction is catalyzed by the enzyme alcohol oxidase. In 
order to metabolize methanol as its sole carbon source, Pichia pastoris must generate 
high levels of alcohol oxidase due, in part, to the relatively low affinity of alcohol 
oxidase for 0 2 . Consequently, in a growth medium depending on methanol as a main 
carbon source, the promoter region of one of the two alcohol oxidase genes (AOX1) is 
highly active. In the presence of methanol, alcohol oxidase produced from the AOX1 
gene comprises up to approximately 30% of the total soluble protein in Pichia 
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pastoris. See, Ellis, S.B., el a/., Mol. Cell. Biol. 5:1 1 1 1-21 (1985); Koutz, P.J, etai. 
Yeast 5:167-77 (1989); Tschopp, J.F., etai, Nucl. Acids Res. 15:3859-76 (1987). 
Thus, a heterologous coding sequence, such as, for example, a polynucleotide of the 
present invention, under the transcriptional regulation of all or part of the AOX1 
regulatory sequence is expressed at exceptionally high levels in Pichia yeast grown in 
the presence of methanol. 

In one example, the plasmid vector pPIC9K is used to express DNA encoding 
a polypeptide of the invention, as set forth herein, in a Pichea yeast system essentially 
as described in "Pichia Protocols: Methods in Molecular Biology," D R. Higgins and 
J. Cregg, eds. The Humana Press, Totowa, NJ, 1998. This expression vector allows 
expression and secretion of a protein of the invention by virtue of the strong AOX1 
promoter linked to the Pichia pastoris alkaline phosphatase (PHO) secretory signal 
peptide (i.e., leader) located upstream of a multiple cloning site. 

Many other yeast vectors could be used in place of pPIC9K, such as, pYES2, 
pYDl, pTEFl/Zco, pYES2/GS, pPICZ, pGAPZ, pGAPZalpha, pPIC9, pPIC3.5, 
PHIL-D2, pHIL-Sl, pPIC3.5K, and PA0815, as one skilled in the art would readily 
appreciate, as long as the proposed expression construct provides appropriately 
located signals for transcription, translation, secretion (if desired), and the like, 
including an in-frame AUG as required. 

In another embodiment, high-level expression of a heterologous coding 
sequence, such as, for example, a polynucleotide of the present invention, may be 
achieved by cloning the heterologous polynucleotide of the invention into an 
expression vector such as, for example, pGAPZ or pGAPZalpha, and growing the 
yeast culture in the absence of methanol. 

In addition to encompassing host cells containing the vector constructs 
discussed herein, the invention also encompasses primary, secondary, and 
immortalized host cells of vertebrate origin, particularly mammalian origin, that have 
been engineered to delete or replace endogenous genetic material (e.g., coding 
sequence), and/or to include genetic material (e.g., heterologous polynucleotide 
sequences) that is operably associated with the polynucleotides of the invention, and 
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which activa.es, alters, and/or amplifies endogenous polynucleotides. For example, 
techniques known in the art may be used to operably associate heterologous control 
regions (e.g.. promoter and/or enhancer) and endogenous polynucleotide sequences 
via homologous recombination, resulting in the formation of a new transcription unit 
5 (see, e.g., U.S. Patent No. 5,641,670, issued June 24, 1997; U.S. Patent No. 
5,733,761, issued March 31, 1998; International Publication No. WO 96/2941 1, 
published September 26, 1996; International Publication No. WO 94/12650, 
published August 4, 1994; Keller et a]., Proc. Natl. Acad. Sci. USA 86:8932-8935 
(1989); and Zijlstra ct a!., Nature 342:435-438 (1989), the disclosures of each of 
10 which are incorporated by reference in their entireties). 

In addition, polypeptides of the invention can be chemically synthesized using 
techniques known in the art (e.g., see Creighton, 1983. Proteins: Structures and 
Molecular Principles, W.H. Freeman & Co., N.Y., and Hunkapiiler et al.. Nature, 
3 10: 105- 1 1 1 ( 1 984)). For example, a polypeptide corresponding to a fragment of a 
1 5 polypeptide sequence of the invention can be synthesized by use of a peptide 

synthesizer. Furthermore, if desired, nonclassical amino acids or chemical amino acid 
analogs can be introduced as a substitution or addition into the polypeptide sequence. 
Non-classical amino acids include, but are not limited to, to the D-isomers of the 
common amino acids, 2,4-diaminobutyric acid, a-amino isobutyric acid, 4- 
aminobutyric acid, Abu, 2-amino butyric acid, g-Abu. e-Ahx, 6-amino hexanoic acid, 
Aib, 2-amino isobutyric acid, 3-amino propionic acid, ornithine, norleucine, 
norvaline, hydroxyproline, sarcosine. citrulline, homocitrulline, cysteic acid, t- 
butylglycine, t-butylalanine, phenylglycinc, cyclohexylaianine, b-alanine, fluoro- 
amino acids, designer amino acids such as b-methyl amino acids, Ca-methyl amino- 
acids, Na-methyl amino acids, and amino acid analogs in general. Furthermore, the 
amino acid can be D (dextrorotary) or L (levorotary). 

The invention encompasses polypeptides which are differentially modified 
during or after translation, e.g., by glycosylate, acetylation, phosphorylation, 
amidation, derivatization by known protecting/blocking groups, proteolytic cleavage, 
linkage to an antibody molecule or other cellular ligand, etc. Any of numerous 
chemical modifications may be carried out by known techniques, including but not 
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limited, to specific chemical cleavage by cyanogen bromide, trypsin, chymotrypsin, 
papain, V8 protease, NaBH,; acetylation, formylation, oxidation, reduction; metabolic 
synthesis in the presence of tunicamycin; etc. 

Additional post-translational modifications encompassed by the invention 
5 include, for example, e.g., N-linked or O-linked carbohydrate chains, processing of 
N-terminal or C-terminal ends), attachment of chemical moieties to the amino acid 
backbone, chemical modifications of N-linked or O-linked carbohydrate chains, and 
addition or deletion of an N-terminal methionine residue as a result of procaryotic 
host cell expression. The polypeptides may also be modified with a detectable label, 
1 0 such as an enzymatic, fluorescent, isotopic or affinity label to allow for detection and 
isolation of the protein. 

Also provided by the invention are chemically modified derivatives of the 
polypeptides of the invention which may provide additional advantages such as 
increased solubility, stability and circulating time of the polypeptide, or decreased 
immunogenicity (see U.S. Patent NO: 4,179,337). The chemical moieties for 
derivitization may be selected from water soluble polymers such as polyethylene 
glycol, ethylene glycol/propylene glycol copolymers, carboxymethylccllulose, 
dextran, polyvinyl alcohol and the like. The polypeptides may be modified at random 
positions within the molecule, or at predetermined positions within the molecule and 
20 may include one, two, three or more attached chemical moieties. 

The polymer may be of any molecular weight, and may be branched or 
unbranched. For polyethylene glycol, the preferred molecular weight is between 
about 1 kDa and about 100 kDa (the term "about" indicating that in preparations of 
polyethylene glycol, some molecules will weigh more, some less, than the stated 
molecular weight) for ease in handling and manufacturing. Other sizes may be used, 
depending on the desired therapeutic profile (e.g., the duration of sustained release 
desired, the effects, if any on biological activity, the ease in handling, the degree or 
lack of antigenicity and other known effects of the polyethylene glycol to a 
therapeutic protein or analog). 

The polyethylene glycol molecules (or other chemical moieties) should be 
attached to the protein with consideration of effects on functional or antigenic 
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domains of the protein. There are a number of attachment methods available to those 
skilled in the art, e.g., EP 0 401 384, herein incorporated by reference (coupling PEG 
to G-CSF), see also Malik et al., Exp. Hematol. 20:1028-1035 (1992) (reporting 
pegylation of GM-CSF using tresyl chloride). For example, polyethylene glycol may 
5 be covalently bound through amino acid residues via a reactive group, such as, a free 
amino or carboxyl group. Reactive groups are those to which an activated 
polyethylene glycol molecule may be bound. The amino acid residues having a free 
amino group may include lysine residues and the N-terminal amino acid residues; 

those having a free carboxyl group may include aspartic acid residues glutamic acid 
10 residues and the C-tcrminal amino acid residue. Sulfhydryl groups may also be used 

as a reactive group for attaching the polyethylene glycol molecules. Preferred for 

therapeutic purposes is attachment at an amino group, such as attachment at the 

N-terminus or lysine group. 

One may specifically desire proteins chemically modified at the N-terminus. 
Using polyethylene glycol as an illustration of the present composition, one may 
select from a variety of polyethylene glycol molecules (by molecular weight, 
branching, etc.), the proportion of polyethylene glycol molecules to protein 
(polypeptide) molecules in the reaction mix, the type of pegylation reaction to be 
performed, and the method of obtaining the selected N-terminally pegylated protein. 
The method of obtaining the N-terminally pegylated preparation (i.e., separating this 
moiety from other monopegylated moieties if necessary) may be by purification of the 
N-terminally pegylated material from a population of pegylated protein molecules. 
Selective proteins chemically modified at the N-terminus modification may be 
accomplished by reductive alkylation which exploits differential reactivity of different 
types of primary amino groups (lysine versus the N-terminal) available for 
derivatization in a particular protein. Under the appropriate reaction conditions, 
substantially selective derivatization of the protein at the N-terminus with a carbonyl 
group containing polymer is achieved. 

The polypeptides of the invention may be in monomers or multimers (i.e., 
dimers, trimers, tetramers and higher multimers). Accordingly, the present invention 
relates to monomers and multimers of the polypeptides of the invention, their 
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preparation, and compositions (preferably, Therapeutics) containing them. In specific 
embodiments, the polypeptides of the invention are monomers, dimers, trimers or 
tetramers. In additional embodiments, the multimers of the invention are at least 
dimers, at least trimers, or at least tetramers. 
5 Multimers encompassed by the invention may be homomers or heteromers. 

As used herein, the term homomer, refers to a multimer containing only polypeptides 
corresponding to the amino acid sequence of SEQ ID NO:Y or encoded by the cDNA 
contained in a deposited clone (including fragments, variants, splice variants, and 
fusion proteins, corresponding to these polypeptides as described herein). These 
1 0 homomers may contain polypeptides having identical or different amino acid 
sequences. In a specific embodiment, a homomer of the invention is a multimer 
containing only polypeptides having an identical amino acid sequence. In another 
specific embodiment, a homomer of the invention is a multimer containing 
polypeptides having different amino acid sequences. In specific embodiments, the 
multimer of the invention is a homodimer {e.g., containing polypeptides having 
identical or different amino acid sequences) or a homotrimer (e.g., containing 
polypeptides having identical and/or different amino acid sequences). In additional 
embodiments, the homomeric multimer of the invention is at least a homodimer, at 
least a homotrimer, or at least a homotetramer. 

As used herein, the term heteromer refers to a multimer containing one or 
more heterologous polypeptides (Le., polypeptides of different proteins) in addition to 
the polypeptides of the invention. In a specific embodiment, the multimer of the 
invention is a heterodimer, a heterotrimer, or a heterotetramer. In additional 
embodiments, the heteromeric multimer of the invention is at least a heterodimer, at 
25 least a heterotrimer, or at least a heterotetramer. 

Multimers of the invention may be the result of hydrophobic, hydrophilic, 
ionic and/or covalent associations and/or may be indirectly linked, by for example, 
liposome formation. Thus, in one embodiment, multimers of the invention, such as, 
for example, homodimers or homotrimers, are formed when polypeptides of the 
30 invention contact one another in solution. In another embodiment, heteromultimers of 
the invention, such as, for example, heterotrimers or heterotetramers, are formed 
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when polypeptides of the invention contact antibodies to the polypeptides of the 
invention (including antibodies to the heterologous polypeptide sequence in a fusion 
protein of the invention) in solution. In other embodiments, multimers of the 
invention are formed by covalent associations with and/or between the polypeptides 
of the invention. Such covalent associations may involve one or more amino acid 
residues contained in the polypeptide sequence ( e.g., that recited in the sequence 
listing, or contained in the polypeptide encoded by a deposited clone). In one 
instance, the covalent associations are cross-linking between cysteine residues located 
within the polypeptide sequences which interact in the native (i.e., naturally 
occurring) polypeptide. In another instance, the covalent associations are the 
consequence of chemical or recombinant manipulation. Alternatively, such covalent 
associations may involve one or more amino acid residues contained in the 
heterologous polypeptide sequence in a fusion protein of the invention. 

In one example, covalent associations are between the heterologous sequence 
contained in a fusion protein of the invention (see, e.g., US Patent Number 
5,478,925). In a specific example, the covalent associations are between the 
heterologous sequence contained in an Fc fusion protein of the invention (as 
described herein). In another specific example, covalent associations of fusion 
proteins of the invention are between heterologous polypeptide sequence from 
another protein that is capable of forming covalently associated multimers, such as for 
example, oseteoprotegerin (see, e.g., International Publication NO: WO 98/49305, the 
contents of which are herein incorporated by reference in its entirety). In another 
embodiment, two or more polypeptides of the invention are joined through peptide 
linkers. Examples include those peptide linkers described in U.S. Pat. No. 5,073,627 
25 (hereby incorporated by reference). Proteins comprising multiple polypeptides of the 
invention separated by peptide linkers may be produced using conventional 
recombinant DNA technology. 

Another method for preparing multimer polypeptides of the invention involves 
use of polypeptides of the invention fused to a leucine zipper or isoleucine zipper 
polypeptide sequence. Leucine zipper and isoleucine zipper domains are polypeptides 
that promote multimerization of the proteins in which they are found. Leucine 
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zippers were originally identified in several DNA-binding proteins (Landschulz et al., 
Science 240:1759, (1988)), and have since been found in a variety of different 
proteins. Among the known leucine zippers are naturally occurring peptides and 
derivatives thereof that dimerize or trimcrizc. Examples of leucine zipper domains 
5 suitable for producing soluble multimeric proteins of the invention are those described 
in PCT application WO 94/10308, hereby incorporated by reference. Recombinant 
fusion proteins comprising a polypeptide of the invention fused to a polypeptide 
sequence that dimcrizes or trimerizes in solution are expressed in suitable host cells, 
and the resulting soluble multimeric fusion protein is recovered from the culture 
10 supernatant using techniques known in the art. 

Trimeric polypeptides of the invention may offer the advantage of enhanced 
biological activity. Preferred leucine zipper moieties and isoleucine moieties arc 
those that preferentially form trimers. One example is a leucine zipper derived from 
lung surfactant protein D (SPD), as described in Hoppe et al. (FEBS Letters 344:191, 
15 (1994)) and in U.S. patent application Ser. No. 08/446,922, hereby incorporated by 
reference. Other peptides derived from naturally occurring trimeric proteins may be 
employed in preparing trimeric polypeptides of the invention. 

In another example, proteins of the invention arc associated by interactions 
between Flag® polypeptide sequence contained in fusion proteins of the invention 
20 containing Flag® polypeptide seuqence. In a further embodiment, associations 
proteins of the invention are associated by interactions between heterologous 
polypeptide sequence contained in Flag® fusion proteins of the invention and anti- 
Flag® antibody. 

The multimers of the invention may be generated using chemical techniques 
25 known in the art. For example, polypeptides desired to be contained in the multimers 
of the invention may be chemically cross-linked using linker molecules and linker 
molecule length optimization techniques known in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). 
Additionally, multimers of the invention may be generated using techniques known in 
30 the art to form one or more inter-molecule cross-links between the cysteine residues 
located within the sequence of the polypeptides desired to be contained in the 
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multimer (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). Further, polypeptides of the invention may be routinely 
modified by the addition of cysteine or biotin to the C terminus or N-terminus of the 
polypeptide and techniques known in the art may be applied to generate multimers 

5 containing one or more of these modified polypeptides (see, e.g., US Patent Number 
5,478,925, which is herein incorporated by reference in its entirety). Additionally, 
techniques known in the art may be applied to generate liposomes containing the 
polypeptide components desired to be contained in the multimer of the invention (see, 
c-g., US Patent Number 5,478,925, which is herein incorporated by reference in its 

0 entirety). 

Alternatively, multimers of the invention may be generated using genetic 
engineering techniques known in the art. In one embodiment, polypeptides contained 
in multimers of the invention are produced recombinantly using fusion protein 
technology described herein or otherwise known in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). In a 
specific embodiment, polynucleotides coding for a homodimer of the invention are 
generated by ligating a polynucleotide sequence encoding a polypeptide of the 
invention to a sequence encoding a linker polypeptide and then further to a synthetic 
polynucleotide encoding the translated product of the polypeptide in the reverse 
orientation from the original C-terminus to the N-terminus (lacking the leader 
sequence) (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). In another embodiment, recombinant techniques described 
herein or otherwise known in the art are applied to generate recombinant polypeptides 
of the invention which contain a transmembrane domain (or hyrophobic or signal 
peptide) and which can be incorporated by membrane rcconstitution techniques into 
liposomes (see, e.g., US Patent Number 5,478.925, which is herein incorporated by 
reference in its entirety). 
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Each of the polynucleotides identified herein can be used in numerous ways as 
reagents. The following description should be considered exemplary and utilizes 
known techniques. 

The polynucleotides of the present invention are useful for chromosome 
5 identification. There exists an ongoing need to identify new chromosome markers, 
since few chromosome marking reagents, based on actual sequence data (repeat 
polymorphisms), are presently available. Each polynucleotide of the present 
invention can be used as a chromosome marker. 

Briefly, sequences can be mapped to chromosomes by preparing PCR primers 
10 (preferably 15-25 bp) from the sequences shown in SEQ ID NO:X. Primers can be 
selected using computer analysis so that primers do not span more than one predicted 
exon in the genomic DNA. The.sc primers are then used for PCR screening of 
somatic cell hybrids containing individual human chromosomes. Only those hybrids 
containing the human gene corresponding to the SEQ ID NO.X will yield an 
15 amplified fragment. 

Similarly, somatic hybrids provide a rapid method of PCR mapping the 
polynucleotides to particular chromosomes. Three or more clones can be assigned per 
day using a single thermal cycler. Moreover, sublocalization of the polynucleotides 
can be achieved with panels of specific chromosome fragments. Other gene mapping 
strategies that can be used include in situ hybridization, prcscreening with labeled 
flow-sorted chromosomes, and preselection by hybridization to construct 
chromosome specific-cDNA libraries. 

Precise chromosomal location of the polynucleotides can also be achieved 
using fluorescence in situ hybridization (FISH) of a metaphasc chromosomal spread. 
25 This technique uses polynucleotides as short as 500 or 600 bases; however, 

polynucleotides 2,00(M,000 bp are preferred. For a review of this technique, see 
Verma et al., "Human Chromosomes: a Manual of Basic Techniques," Pergamon 
Press, New York (1988). 

For chromosome mapping, the polynucleotides can be used individually (to 
mark a single chromosome or a single site on that chromosome) or in panels (for 
marking multiple sites and/or multiple chromosomes). Preferred polynucleotides 



20 



30 



WO 00/57903 



131 



PCT/USOO/07525 



10 



correspond to the noncoding regions of the cDNAs because the coding sequences are 
more likely conserved within gene families, thus increasing the chance of cross 
hybridization during chromosomal mapping. 

Once a polynucleotide has been mapped to a precise chromosomal location, 
the physical position of the polynucleotide can be used in linkage analysis. Linkage 
analysis establishes coinheritance between a chromosomal location and presentation 
of a particular disease. (Disease mapping data are found, for example, in V. 
Mcfcsick, Mendelian Inheritance in Man (available on line through Johns Hopkins 
University Welch Medical Library) .) Assuming 1 megabase mapping resolution and 
one gene per 20 kb, a cDNA precisely localized to a chromosomal region associated 
with the disease could be one of 50-500 potential causative genes. 

Thus, once coinheritance is established, differences in the polynucleotide and 
the corresponding gene between affected and unaffected individuals can be examined. 
First, visible structural alterations in the chromosomes, such as deletions or 
translocations, are examined in chromosome spreads or by PCR. If no structural 
alterations exist, the presence of point mutations are ascertained. Mutations observed 
in some or all affected individuals, but not in normal individuals, indicates that the 
mutation may cause the disease. However, complete sequencing of the polypeptide 
and the corresponding gene from several normal individuals is required to distinguish 
the mutation from a polymorphism. If a new polymorphism is identified, this 
polymorphic polypeptide can be used for further linkage analysis. 

Furthermore, increased or decreased expression of the gene in affected 
individuals as compared to unaffected individuals can be assessed using 
polynucleotides of the present invention. Any of these alterations (altered expression, 
chromosomal rearrangement, or mutation) can be used as a diagnostic or prognostic 
marker. 

Thus, the invention also provides a diagnostic method useful during diagnosis 
of a disorder, involving measuring the expression level of polynucleotides of the 
present invention in cells or body fluid from an individual and comparing the 
measured gene expression level with a standard level of polynucleotide expression 
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level, whereby an increase or decrease in the gene expression level compared to the 
standard is indicative of a disorder. 

In still another embodiment, the invention includes a kit for analyzing samples 
for the presence of proliferative and/or cancerous polynucleotides derived from a test 
subject. In a general embodiment, the kit includes at least one polynucleotide probe 
containing a nucleotide sequence that will specifically hybridize with a 
polynucleotide of the present invention and a suitable container. In a specific 
embodiment, the kit includes two polynucleotide probes defining an internal region of 
the polynucleotide of the present invention, where each probe has one strand 
containing a 3 1 'mer-end internal to the region. In a further embodiment, the probes 
may be useful as primers for polymerase chain reaction amplification. 

Where a diagnosis of a disorder, has already been made according to 
conventional methods, the present invention is useful as a prognostic indicator, 
whereby patients exhibiting enhanced or depressed polynucleotide of the present 
invention expression will experience a worse clinical outcome relative to patients 
expressing the gene at a level nearer the standard level. 

By "measuring the expression level of polynucleotide of the present 
invention" is intended qualitatively or quantitatively measuring or estimating the level 
of the polypeptide of the present invention or the level of the mRNA encoding the 
polypeptide in a first biological sample either directly (e.g., by determining or 
estimating absolute protein level or mRNA level) or relatively (e.g., by comparing to 
the polypeptide level or mRNA level in a second biological sample). Preferably, the 
polypeptide level or mRNA level in the first biological sample is measured or 
estimated and compared to a standard polypeptide level or mRNA level, the standard 
being taken from a second biological sample obtained from an individual not having 
the disorder or being determined by averaging levels from a population of individuals 
not having a disorder. As will be appreciated in the art. once a standard polypeptide 
level or mRNA level is known, it can be used repeatedly as a standard for 
comparison. 

By "biological sample" is intended any biological sample obtained from an 
individual, body fluid, cell line, tissue culture, or other source which contains the 
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polypeptide of the present invention or mRNA. As indicated, biological samples 
include body fluids (such as semen, lymph, sera, plasma, urine, synovial fluid and 
spinal fluid) which contain the polypeptide of the present invention, and other tissue 
sources found to express the polypeptide of the present invention. Methods for 
obtaining tissue biopsies and body fluids from mammals arc well known in the art. 
Where the biological sample is to include mRNA, a tissue biopsy is the preferred 
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The method(s) provided above may preferrably be applied in a diagnostic 
method and/or kits in which polynucleotides and/or polypeptides are attached to a 
solid support. In one exemplary method, the support may be a "gene chip" or a 
"biological chip" as described in US Patents 5,837,832, 5,874,219, and 5,856.174. 
Further, such a gene chip with polynucleotides of the present invention attached may 
be used to identify polymorphisms between the polynucleotide sequences, with 
polynucleotides isolated from a test subject. The knowledge of such polymorphisms 
(i.e. their location, as well as, their existence) would be beneficial in identifying 
disease loci for many disorders, including cancerous diseases and conditions. Such a 
method is described in US Patents 5,858,659 and 5,856,104. The US Patents 
referenced supra are hereby incorporated by reference in their entirety herein. 

The present invention encompasses polynucleotides of the present invention 
that are chemically synthesized, or reproduced as peptide nucleic acids (PNA), or 
according to other methods known in the art. The use of PNAs would serve as the 
preferred form if the polynucleotides are incorporated onto a solid support, or gene 
chip. For the purposes of the present invention, a peptide nucleic acid (PNA) L 
polyamide type of DNA analog and the monomeric units for adenine, guanine, 
thymine and cytosine are available commercially (Perceptive Biosystems). Certain 
components of DNA, such as phosphorus, phosphorus oxides, or deoxyribose 
derivatives, are not present in PNAs. As disclosed by P. E. Nielsen, M. Egholm, R. H 
Berg and O. Buchardt, Science 254, 1497 (1991); and M. Egholm. O. Buchardt, 
L-Christensen, C. Behrens, S. M. Freier, D. A. Driver, R. H. Berg, S. K. Kim, B. 
Norden, and P. E. Nielsen, Nature 365, 666 (1993), PNAs bind specifically and 
tightly to complementary DNA strands and are not degraded by nucleases. In fact. 
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PNA binds more strongly to DNA than DNA itself does. This is probably because 
there is no electrostatic repulsion between the two strands, and also the polyamide 
backbone is more flexible. Because of this, PNA/DNA duplexes bind under a wider 
range of stringency conditions than DNA/DNA duplexes, making it easier to perform 
5 multiplex hybridization. Smaller probes can be used than with DNA due to the strong 
binding. In addition, it is more likely that single base mismatches can be determined 
with PNA/DNA hybridization because a single mismatch in a PNA/DNA 15-mer 
lowers the melting point (T.sub.m) by 8°-20° C, vs. 4°-16° C for the DNA/DNA 15- 
mer duplex. Also, the absence of charge groups in PNA means that hybridization can 
1 0 be done at low ionic strengths and reduce possible interference by salt during the 
analysis. 

The present invention is useful for detecting cancer in mammals. In particular 
the invention is useful during diagnosis of pathological cell proliferative neoplasias 
which include, but are not limited to: acute myelogenous leukemias including acute 
monocytic leukemia, acute myeloblasts leukemia, acute promyelocytic leukemia, 
acute myelomonocytic leukemia, acute erythroleukemia, acute megakaryocyte 
leukemia, and acute undifferentiated leukemia, etc.; and chronic myelogenous 
leukemias including chronic myelomonocytic leukemia, chronic granulocytic 
leukemia, etc. Preferred mammals include monkeys, apes, cats, dogs, cows, pigs, 
20 horses, rabbits and humans. Particularly preferred are humans. 

Pathological cell proliferative diseases, disorders, and/or conditions are often 
associated with inappropriate activation of proto-oncogenes. (Gelmann, E. P. el al., 
"The Etiology of Acute Leukemia: Molecular Genetics and Viral Oncology," in 
Neoplastic Diseases of the Blood, Vol 1., Wiemik, P. H. et aJ. eds., 161-182 (1985)). 
25 Neoplasias are now believed to result from the qualitative alteration of a normal 
cellular gene product, or from the quantitative modification of gene expression by 
insertion into the chromosome of a viral sequence, by chromosomal translocation of a 
gene to a more actively transcribed region, or by some other mechanism. (Gelmann 
et al., supra) It is likely that mutated or altered expression of specific genes is 
involved in the pathogenesis of some leukemias, among other tissues and cell types. 
(Gelmann et al., supra) Indeed, the human counterparts of the oncogenes involved in 
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some animal neoplasias have been amplified or translocated in some cases of human 
leukemia and carcinoma. (Gelmann et al., supra) 

For example, c-myc expression is highly amplified in the non-lymphocytic leukemia 
cell line HL-60. When HL-60 cells are chemically induced to stop proliferation, the 
5 level of c-myc is found to be downregulated. (International Publication Number WO 
91/15580) However, it has been shown that exposure of HL-60 cells to a DNA 
construct that is complementary to the 5' end of c-myc or c-myb blocks translation of 
the corresponding mRNAs which downregulates expression of the c-myc or c-myb 
proteins and causes arrest of cell proliferation and differentiation of the treated cells. 
10 (International Publication Number WO 91/15580; Wickstrom et al., Proc. Natl. Acad. 
Sci. 85:1028 (1988); Anfossi et al., Proc. Natl. Acad. Sci. 86:3379 (1989)). However, 
the skilled artisan would appreciate the present invention's usefulness would not be 
limited to treatment of proliferative diseases, disorders, and/or conditions of 
hematopoietic cells and tissues, in light of the numerous cells and cell types of 
varying origins which are known to exhibit proliferative phenotypes. 

In addition to the foregoing, a polynucleotide can be used to control gene 
expression through triple helix formation or antisense DNA or RNA. Antisense 
techniques are discussed, for example, in Okano, J. Neurochem. 56: 560 (1991); 
"Oligodeoxynucleotides as Antisense Inhibitors of Gene Expression.CRCPress, Boca 
20 Raton, FL (1988). Triple helix formation is discussed in, for instance Lee et al.. 

Nucleic Acids Research 6: 3073 (1979); Cooney et al.. Science 241: 456 (1988); and 
Dervan et al., Science 251: 1360 (1991). Both methods rely on binding of the 
polynucleotide to a complementary DNA or RNA. For these techniques, preferred 
polynucleotides are usually oligonucleotides 20 to 40 bases in length and 
complementary to either the region of the gene involved in transcription (triple helix - 
see Lee et al., Nucl. Acids Res. 6:3073 (1979); Cooncy et al., Science 241:456 
(1988); and Dervan et al., Science 251:1360 (1991) ) or to the mRNA itself (antisense 
- Okano, J. Neurochem. 56:560 (1991); Oligodeoxy-nucleotides as Antisense 
Inhibitors of Gene Expression, CRC Press, Boca Raton, FL (1988).) Triple helix 
30 formation optimally results in a shut-off of RNA transcription from DNA, while 
antisense RNA hybridization blocks translation of an mRNA molecule into 
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polypeptide. Both techniques are effective in model systems, and the information 
disclosed herein can be used to design antisense or triple helix polynucleotides in an 
effort to trcator prevent disease. 

Polynucleotides of the present invention are also useful in gene therapy. One 
goal of gene therapy is to insert a normal gene into an organism having a defective 
gene, in an effort to correct the genetic defect. The polynucleotides disclosed in the 
present invention offer a means of targeting such genetic defects in a highly accurate 
manner. Another goal is to insert a new gene that was not present in the host genome, 
thereby producing a new trait in the host cell. 

The polynucleotides are also useful for identifying individuals from minute 
biological samples. The United States military, for example, is considering the use of 
restriction fragment length polymorphism (RFLP) for identification of its personnel. 
In this technique, an individual's genomic DNA is digested with one or more 
restriction enzymes, and probed on a Southern blot to yield unique bands for 
identifying personnel. This method does not suffer from the current limitations of 
"Dog Tags" which can be lost, switched, or stolen, making positive identification 
difficult. The polynucleotides of the present invention can be used as additional DNA 
markers for RFLP. 

The polynucleotides of the present invention can also be used as an alternative 
to RFLP, by determining the actual base-by-base DNA sequence of selected portions 
of an individual's genome. These sequences can be used to prepare PCR primers for 
amplifying and isolating such selected DNA, which can then be sequenced. Using 
this technique, individuals can be identified because each individual will have a 
unique set of DNA sequences. Once an unique ID database is established for an 
individual, positive identification of that individual, living or dead, can be made from 
extremely small tissue samples. 

Forensic biology also benefits from using DNA-based identification 
techniques as disclosed herein. DNA sequences taken from very small biological 
samples such as tissues, e.g., hair or skin, or body fluids, e.g., blood, saliva, semen, 
synovial fluid, amniotic fluid, breast milk, lymph, pulmonary sputum or 
surfactant,urine,fecal matter, etc., can be amplified using PCR. In one prior art 
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technique, gene sequences amplified from polymorphic loci, such as DQa class II 
HLA gene, are used in forensic biology to identify individuals. (Erlich, H.. PCR 
Technology, Freeman and Co. (1992).) Once these specific polymorphic loci are 
amplified, they are digested with one or more restriction enzymes, yielding an 
5 identifying set of bands on a Southern blot probed with DN A corresponding to the 
DQa class II HLA gene. Similarly, polynucleotides of the present invention can be 
used as polymorphic markers for forensic purposes. 

There is also a need for reagents capable of identifying the source of a 
particular tissue. Such need arises, for example, in forensics when presented with 
0 tissue of unknown origin. Appropriate reagents can comprise, for example. DNA 
probes or primers specific to particular tissue prepared from the sequences of the 
present invention. Panels of such reagents can identify tissue by species and/or by 
organ type. In a similar fashion, these reagents can be used to screen tissue cultures 
for contamination. 

In the very least, the polynucleotides of the present invention can be used as 
molecular weight markers on Southern gels, as diagnostic probes for the presence of a 
specific mRNA in a particular cell type, as a probe to "subtract-out" known sequences 
in the process of discovering novel polynucleotides, for selecting and making 
oligomers for attachment to a "gene chip" or other support, to raise anti-DNA 
antibodies using DNA immunization techniques, and as an antigen to elicit an 
immune response. 

Uses of tho Polypep tide 

Each of the polypeptides identified herein can be used in numerous ways. The 
following description should be considered exemplary and utilizes known techniques. 

A polypeptide of the present invention can be used to assay protein levels in a 
biological sample using antibody-based techniques. For example, protein expression 
in tissues can be studied with classical immunohistological methods. (Jalkanen, M.. 
et aL, J. Cell. Biol. 101:976-985 (1985); Jalkanen, M, et al., J. Cell . Biol. 105:3087- 
3096 (1987).) Other antibody-based methods useful for detecting protein gene 
expression include immunoassays, such as the enzyme linked immunosorbent assay 
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(ELISA) and the radioimmunoassay (RIA). Suitable antibody assay labels are known 
in the art and include enzyme labels, such as, glucose oxidase, and radioisotopes, such 
as iodine (1251, 1211), carbon (14C), sulfur (35S), tritium (3H), indium (1 12In), and 
technetium (99mTc), and fluorescent labels, such as fluorescein and rhodamine, and 
5 biotin. 

In addition to assaying secreted protein levels in a biological sample, proteins 
can also be detected in vivo by imaging. Antibody labels or markers for in vivo 
imaging of protein include those detectable by X-radiography, NMR or ESR. For X- 
radiography, suitable labels include radioisotopes such as barium or cesium, which 
1 0 emit detectable radiation but are not overtly harmful to the subject. Suitable markers 
for NMR and ESR include those with a detectable characteristic spin, such as 
deuterium, which may be incorporated into the antibody by labeling of nutrients for 
the relevant hybridoma. 

A protein-specific antibody or antibody fragment which has been labeled with 
an appropriate detectable imaging moiety, such as a radioisotope (for example, 1311, 
1 12In, 99mTc), a radio-opaque substance, or a material detectable by nuclear 
magnetic resonance, is introduced (for example, parenterally, subcutaneously, or 
intraperitoneally) into the mammal. It will be understood in the art that the size of the 
subject and the imaging system used will determine the quantity of imaging moiety 
20 needed to produce diagnostic images. In the case of a radioisotope moiety, for a 

human subject, the quantity of radioactivity injected will normally range from about 5 
to 20 millicuries of 99mTc. The labeled antibody or antibody fragment will then 
preferentially accumulate at the location of cells which contain the specific protein. 
In vivo tumor imaging is described in S.W. Burchiel et al., "Immunopharmacokinetics 
25 of Radiolabeled Antibodies and Their Fragments." (Chapter 13 in Tumor Imaging: 
The Radiochemical Detection of Cancer, S.W. Burchiel and B. A. Rhodes, eds., 
Masson Publishing Inc. (1982).) 

Thus, the invention provides a diagnostic method of a disorder, which 
involves (a) assaying the expression of a polypeptide of the present invention in cells 
30 or body fluid of an individual; (b) comparing the level of gene expression with a 
standard gene expression level, whereby an increase or decrease in the assayed 
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polypeptide gene expression level compared to the standard expression level is 
indicative of a disorder. With respect to cancer, the presence of a relatively high 
amount of transcript in biopsied tissue from an individual may indicate a 
predisposition for the development of the disease, or may provide a means for 
detecting the disease prior to the appearance of actual clinical symptoms. A more 
definitive diagnosis of this type may allow health professionals to employ 
preventative measures or aggressive treatment earlier thereby preventing the 
development or further progression of the cancer. 

Moreover, polypeptides of the present invention can be used to treat, prevent, 
and/or diagnose disease. For example, patients can be administered a polypeptide of 
the present invention in an effort to replace absent or decreased levels of the 
polypeptide (e.g., insulin), to supplement absent or decreased levels of a different 
polypeptide (e.g., hemoglobin S for hemoglobin B, SOD, catalase, DNA repair 
proteins), to inhibit the activity of a polypeptide (e.g., an oncogene or tumor 
supressor). to activate the activity of a polypeptide (e.g., by binding to a receptor), to 
reduce the activity of a membrane bound receptor by competing with it for free ligand 
(e.g., soluble TNF receptors used in reducing inflammation), or to bring about a 
desired response (e.g., blood vessel growth inhibition, enhancement of the immune 
response to proliferative cells or tissues). 

Similarly, antibodies directed to a polypeptide of the present invention can 
also be used to treat, prevent, and/or diagnose disease. For example, administration of 
an antibody directed to a polypeptide of the present invention can bind and reduce 
overproduction of the polypeptide. Similarly, administration of an antibody can 
activate the polypeptide, such as by binding to a polypeptide bound to a membrane 
25 (receptor). 

At the very least, the polypeptides of the present invention can be used as 
molecular weight markers on SDS-PAGE gels or on molecular sieve gel filtration 
columns using methods well known to those of skill in the art. Polypeptides can also 
be used to raise antibodies, which in turn are used to measure protein expression from 
a recombinant cell, as a way of assessing transformation of the host cell. Moreover, 
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the polypeptides of the present invention can be used to test the following biological 
activities. 

Gene Therapy M^t^c 

5 Another aspect of the present invention is to gene therapy methods for treating 

or preventing disorders, diseases and conditions. The gene therapy methods relate to 
the introduction of nucleic acid (DNA, RNA and antisense DNA or RNA) sequences 
into an animal to achieve expression of a polypeptide of the present invention. This 
method requires a polynucleotide which codes for a polypeptide of the invention that 
10 operatively linked to a promoter and any other genetic elements necessary for the 
expression of the polypeptide by the target tissue. Such gene therapy and delivery 
techniques are known in the art, see, for example, WO90/1 1092, which is herein 
incorporated by reference. 

Thus, for example, cells from a patient may be engineered with a 
15 polynucleotide (DNA or RNA) comprising a promoter opcrably linked to a 

polynucleotide of the invention ex vivo, with the engineered cells then being provided 
to a patient to be treated with the polypeptide. Such methods arc well-known in the 
art. For example, see Belldegrun et al., J. Natl. Cancer Inst., 85:207-216 (1993); 
Ferrantini et al., Cancer Research, 53:107-1 1 12 (1993); Ferrantini et al., J. 
20 Immunology 153: 4604-4615 (1994); Kaido, T., el al.. Int. J. Cancer 60: 221-229 
(1995); Ogura et al.. Cancer Research 50: 5102-5106 (1990); Santodonato, et al.. 
Human Gene Therapy 7: 1 -10 (1996); Santodonato, et al.. Gene Therapy 4: 1246-1255 
(1997); and Zhang, et al., Cancer Gene Therapy 3: 3 1-38 (1996)), which are herein 
incorporated by reference. In one embodiment, the cells which are engineered are 
25 arterial cells. The arterial cells may be reintroduced into the patient through direct 
injection to the artery, the tissues surrounding the artery, or through catheter injection. 

As discussed in more detail below, the polynucleotide constructs can be 
delivered by any method that delivers injectable materials to the cells of an animal, 
such as, injection into the interstitial space of tissues (heart, muscle, skin, lung, liver, 
30 and the like). The polynucleotide constructs may be delivered in a pharmaceutically 
acceptable liquid or aqueous carrier. 
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In one embodiment, the polynucleotide of the invention is delivered as a naked 
polynucleotide. The term "naked" polynucleotide, DNA or RNA refers to sequences 
that are free from any delivery vehicle that acts to assist, promote or facilitate entry 
into the cell, including viral sequences, viral particles, liposome formulations, 
5 lipofectin or precipitating agents and the like. However, the polynucleotides of the 
invention can also be delivered in liposome formulations and lipofectin formulations 
and the like can be prepared by methods well known to those skilled in the art. Such 
methods are described, for example, in U.S. Patent Nos. 5,593,972, 5,589,466, and 
5,580,859, which are herein incorporated by reference. 
10 The polynucleotide vector constructs of the invention used in the gene 

therapy method are preferably constructs that will not integrate into the host genome 
nor will they contain sequences that allow for replication. Appropriate vectors 
include pWLNEO, pSV2CAT, pOG44, pXTl and pSG available from Stratagene; 
pSVK3, pBPV, pMSG and pSVL available from Pharmacia; and pEFl/V5, 
1 5 pcDNA3. 1 , and pRc/CMV2 available from Invitrogen. Other suitable vectors will be 
readily apparent to the skilled artisan. 

Any strong promoter known to those skilled in the art can be used for drivin° 
the expression of polynucleotide sequence of the invention. Suitable promoters 
include adenoviral promoters, such as the adenoviral major late promoter; or 
20 heterologous promoters, such as the cytomegalovirus (CMV) promoter; the 

respiratory syncytial virus (RSV) promoter; inducible promoters, such as the MMT 
promoter, the metallothionein promoter; heat shock promoters; the albumin promoter; 
the ApoAI promoter; human globin promoters; viral thymidine kinase promoters, 
such as the Herpes Simplex thymidine kinase promoter; retroviral LTRs; the b-actin 
promoter; and human growth hormone promoters. The promoter also may be the 
native promoter for the polynucleotides of the invention. 

Unlike other gene therapy techniques, one major advantage of introducing 
naked nucleic acid sequences into target cells is the transitory nature of the 
polynucleotide synthesis in the cells. Studies have shown that non-replicating DNA 
sequences can be introduced into cells to provide production of the desired 
polypeptide for periods of up to six months. 
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The polynucleotide construct of the invention can be delivered to the interstitial 
space of tissues within the an animal, including of muscle, skin, brain, lung, liver, 
spleen, bone marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, 
gall bladder, stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, 
gland, and connective tissue. Interstitial space of the tissues comprises the intercellular, 
fluid, mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic 
fibers in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that 
same matrix within connective tissue ensheathing muscle cells or in the lacunae of 
bone. It is similarly the space occupied by the plasma of the circulation and the lymph 
fluid of the lymphatic channels. Delivery to the interstitial space of muscle tissue is 
preferred for the reasons discussed below. They may be conveniently delivered by 
injection into the tissues comprising these cells. They arc preferably delivered to and 
expressed in persistent, non-dividing cells which are differentiated, although delivery 
and expression may be achieved in non-differentiated or less completely differentiated 
cells, such as, for example, stem cells of blood or skin fibroblasts. In vivo muscle cells 
are particularly competent in their ability to take up and express polynucleotides. 

For the naked««c/e/c acid sequence injection, an effective dosage amount of 
DNA or RNA will be in the range of from about 0.05 mg/kg body weight to about 50 
mg/kg body weight. Preferably the dosage will be from about 0.005 mg/kg to about 20 
20 mg/kg and more preferably from about 0.05 mg/kg to about 5 mg/kg. Of course, as 
the artisan of ordinary skill will appreciate, this dosage will vary according to the 
tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
can readily be determined by those of ordinary skill in the art and may depend on the 
condition being treated and the route of administration. 

The preferred route of administration is by the parenteral route of injection 
into the interstitial space of tissues. However, other parenteral routes may also be 
used, such as, inhalation of an aerosol formulation particularly for delivery to lungs or 
bronchial tissues, throat or mucous membranes of the nose. In addition, naked DNA 
constructs can be delivered to arteries during angioplasty by the catheter used in the 
30 procedure. 



25 



WO 00/57903 



143 



PCT/USOO/07525 



15 



20 



25 



30 



The naked polynucleotides are delivered by any method known in the art, 
including, but not limited to, direct needle injection at the delivery site, intravenous 
injection, topical administration, catheter infusion, and so-called "gene guns". These 
delivery methods are known in the art. 
5 The constructs may also be delivered with delivery vehicles such as viral 

sequences, viral particles, liposome formulations, lipofectin, precipitating agents, etc. 
Such methods of delivery are known in the art. 

In certain embodiments, the polynucleotide constructs of the invention are 
complexed in a liposome preparation. Liposomal preparations for use in the instant 
10 invention include cationic (positively charged), anionic (negatively charged) and 

neutral preparations. However, cationic liposomes are particularly preferred because a 
tight charge complex can be formed between the cationic liposome and the 
polyanionic nucleic acid. Cationic liposomes have been shown to mediate 
intracellular delivery of plasmid DNA (Feigner et al., Proc. Natl. Acad. Sci. USA , 
84:7413-7416 (1987), which is herein incorporated by reference); mRNA (Malone et 
al., Proc. Natl. Acad. Sci. USA , 86:6077-6081 (1989), which is herein incorporated 
by reference); and purified transcription factors (Debs et al., J. Biol. Chem., 
265:10189-10192 (1990), which is herein incorporated by reference), in functional 
form. 

Cationic liposomes are readily available. For example, - 
N[l-2,3-dioleyloxy)propyl]-N,N,N-triethylammonium (DOTMA) liposomes are 
particularly useful and are available under the trademark Lipofectin. from GIBCO 
BRL, Grand Island, N. Y. (See, also, Feigner et al., Proc. Natl Acad. Sci. USA , 
84:7413-7416 (1987), which is herein incorporated by reference). Other commercially 
available liposomes include transfectace (DDAB/DOPE) and DQTAP/DOPE 
(Boehringer). 

Other cationic liposomes can be prepared from readily available materials 
using techniques well known in the art. See, e.g. PCT Publication NO: WO 90/1 1092 
(which is herein incorporated by reference) for a description of the synthesis of 
DOTAP (l,2-bis(oleoyloxy)-3-(trimethylammonio)propane) liposomes. Preparation 
of DOTMA liposomes is explained in the literature, see, e.g.. Feigner et al., Proc. 
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Natl. Acad. Sci. USA, 84:7413-7417, which is herein incorporated by reference. 
Similar methods can be used to prepare liposomes from other cationic lipid materials. 

Similarly, anionic and neutral liposomes are readily available, such as from 
Avanti Polar Lipids (Birmingham, Ala.), or can be easily prepared using readily 
available materials. Such materials include phosphatidyl, choline, cholesterol, 
phosphatidyl ethanolamine, dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG). dioleoylphoshatidyl ethanolamine (DOPE), 
among others. These materials can also be mixed with the DOTMA and DOTAP 
starting materials in appropriate ratios. Methods for making liposomes using these 
materials are well known in the art. 

For example, commercially dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG), and dioleoylphosphatidyl ethanolamine 
(DOPE) can be used in various combinations to make conventional liposomes, with or 
without the addition of cholesterol. Thus, for example, DOPG/DOPC vesicles can be 
prepared by drying 50 mg each of DOPG and DOPC under a stream of nitrogen gas 
into a sonication vial. The sample is placed under a vacuum pump overnight and is 
hydrated the following day with deionized water. The sample is then sonicated for 2 
hours in a capped vial, using a Heat Systems model 350 sonicator equipped with an 
inverted cup (bath type) probe at the maximum setting while the bath is circulated at 
15EC. Alternatively, negatively charged vesicles can be prepared without sonication 
to produce multilamellar vesicles or by extrusion through nucleopore membranes to 
produce unilamellar vesicles of discrete size. Other methods are known and available 
to those of skill in the art. 

The liposomes can comprise multilamellar vesicles (MLVs), small unilamellar 
vesicles (SUVs), or large unilamellar vesicles (LUVs), with SUVs being preferred. 
The various liposome-nucleic acid complexes are prepared using methods well known 
in the art. See, e.g., Straubinger et al., Methods of Immunology , 101:512-527 (1983), 
which is herein incorporated by reference. For example, MLVs containing nucleic 
acid can be prepared by depositing a thin film of phospholipid on the walls of a glass 
tube and subsequently hydraung with a solution of the material to be encapsulated. 
SUVs are prepared by extended sonication of MLVs to produce a homogeneous 
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population of unilamellar liposomes. The material to be entrapped is added to a 
suspension of preformed MLVs and then sonicated. When using liposomes containing 
cationic lipids, the dried lipid film is resuspended in an appropriate solution such as 
sterile water or an isotonic buffer solution such as 10 mM Tris/NaCl, sonicated, and 
then the preformed liposomes are mixed directly with the DNA. The liposome and 
DNA form a very stable complex due to binding of the positively charged liposomes 
to the cationic DNA. SUVs find use with small nucleic acid fragments. LUVs arc 
prepared by a number of methods, well known in the art. Commonly used methods 
include Ca 2+ -EDTA chelation (Papahadjopoulos et al., Biochim. Biophys. Acta, 
394:483 (1975); Wilson et al., Cell , 17:77 (1979)); ether injection (Deamer et al., 
Biochim. Biophys. Acta, 443:629 (1976); Ostro et al., Biochcm. Biophys. Res. 
Commun., 76:836 (1977); Fraley et al., Proc. Natl. Acad. Sci. USA. 76:3348 (1979)); 
detergent dialysis (Enoch et al., Proc. Natl. Acad. Sci. USA , 76:145 (1979)); and 
reverse-phase evaporation (REV) (Fraley et al., J. Biol. Chem., 255:10431 (1980); 
Szokaet al., Proc. Natl. Acad. Sci. USA , 75:145 (1978); Schaefer-Ridder et al., 
Science, 215:166 (1982)), which are herein incorporated by reference. 

Generally, the ratio of DNA to liposomes will be from about 10:1 to about 
1:10. Preferably, the ration will be from about 5: 1 to about 1 :5. More preferably, the 
ration will be about 3:1 to about 1:3. Still more preferably, the ratio will be about 1:1. 

U.S. Patent NO: 5,676,954 (which is herein incorporated by reference) reports 
on the injection of genetic material, complexed with cationic liposomes carriers, into 
mice. U.S. Patent Nos. 4,897,355, 4,946,787, 5,049,386, 5,459,127, 5,589,466, 
5,693,622, 5,580,859, 5,703,055, and international publication NO: WO 94/9469 
(which are herein incorporated by reference) provide cationic lipids for use in 
transfecting DNA into cells and mammals. U.S. Patent Nos. 5,589,466, 5,693,622. 
5,580,859, 5,703,055, and international publication NO: WO 94/9469 (which are 
herein incorporated by reference) provide methods for delivering DNA-cationic lipid 
complexes to mammals. 

In certain embodiments, cells are engineered, ex vivo or in vivo, using a 
retroviral particle containing RNA which comprises a sequence encoding 
polypeptides of the invention. Retroviruses from which the retroviral plasmid vectors 
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may be derived include, but are not limited to, Moloney Murine Leukemia Virus, 
spleen necrosis virus, Rous sarcoma Virus, Harvey Sarcoma Virus, avian leukosis 
vims, gibbon ape leukemia virus, human immunodeficiency virus, Myeloproliferative 
Sarcoma Virus, and mammary tumor virus. 

The retroviral plasmid vector is employed to transduce packaging cell lines to 
form producer cell lines. Examples of packaging cells which may be transfected 
include, but are not limited to, the PE501, PA317, R-2, R-AM, PA12, T19-14X, VT- 
19-17-H2, RCRE, RCRIP, GP+E-86, GP+envAml2, and DAN cell lines as described 
in Miller, Human Gene Therapy , 1 :5-14 (1990), which is incorporated herein by 
reference in its entirety. The vector may transduce the packaging cells through any 
means known in the art. Such means include, but are not limited to. electroporation, 
the use of liposomes, and CaP0 4 precipitation. In one alternative, the retroviral 
plasmid vector may be encapsulated into a liposome, or coupled to a lipid, and then 
administered to a host. 

The producer cell line generates infectious retroviral vector particles which 
include polynucleotide encoding polypeptides of the invention. Such retroviral vector 
particles then may be employed, to transduce eukaryotic cells, either in vitro or in 
vivo. The transduced eukaryotic cells will express polypeptides of the invention. 

In certain other embodiments, cells are engineered, ex vivo or in vivo, with 
polynucleotides of the invention contained in an adenovirus vector. Adenovirus can 
be manipulated such that it encodes and expresses polypeptides of the invention, and 
at the same time is inactivated in terms of its ability to replicate in a normal lytic viral 
life cycle. Adenovirus expression is achieved without integration of the viral DNA 
into the host cell chromosome, thereby alleviating concerns about insertional 
mutagenesis. Furthermore, adenoviruses have been used as live enteric vaccines for 
many years with an excellent safety profile (Schwartzet al.. Am. Rev. Respir. Dis.. 
109:233-238 (1974)). Finally, adenovirus mediated gene transfer has been 
demonstrated in a number of instances including transfer of alpha- 1 -antitrypsin and 
CFTR to the lungs of cotton rats (Rosenfeld et aLScience , 252:431-434 (1991); 
Rosenfeld et al., Cell, 68:143-155 (1992)). Furthermore, extensive studies to attempt 
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to establish adenovirus as a causative agent in human cancer were uniformly negative 
(Green et al. Proc. Natl. Acad. Sci. USA , 76:6606 (1979)). 

Suitable adenoviral vectors useful in the present invention are described, for 
example, in Kozarsky and Wilson, Curr. Opin. Genet. Devel., 3:499-503 (1993); 
Rosenfeld et al., Cell , 68:143-155 (1992); Engelhardt et al., Human Genet. Ther., 
4:759-769 (1993); Yang et al., Nature Genet., 7:362-369 (1994); Wilson et al., 
Nature , 365:691-692 (1993); and U.S. Patent NO: 5,652,224, which are herein 
incorporated by reference. For example, the adenovirus vector Ad2 is useful and can 
be grown in human 293 cells. These cells contain the El region of adenovirus and 
constitutively express Ela and Elb, which complement the defective adenoviruses by 
providing the products of the genes deleted from the vector. In addition to Ad2, other 
varieties of adenovirus (e.g., Ad3, Ad5, and Ad7) are also useful in the present 
invention. 

Preferably, the adenoviruses used in the present invention are replication 
deficient. Replication deficient adenoviruses require the aid of a helper virus and/or 
packaging cell line to form infectious particles. The resulting virus is capable of 
infecting cells and can express a polynucleotide of interest which is operably linked to 
a promoter, but cannot replicate in most cells. Replication deficient adenoviruses 
may be deleted in one or more of all or a portion of the following genes: Ela, Elb, 
E3, E4, E2a, or LI through L5. 

In certain other embodiments, the cells are engineered, ex vivo or in vivo, 
using an adeno-associated virus (AAV). AAVs arc naturally occurring defective 
viruses that require helper viruses to produce infectious particles (Muzyczka, Curr. 
Topics in Microbiol. Immunol., 158:97 (1992)). It is also one of the few viruses that 
may integrate its DNA into non-dividing cells. Vectors containing as little as 300 base 
pairs of AAV can be packaged and can integrate, but space for exogenous DNA is 
limited to about 4.5 kb. Methods for producing and using such AAVs are known in 
the art. See, for example, U.S. Patent Nos. 5,139^941, 5,173,414. 5,354,678, 
5,436, 146, 5,474,935, 5,478.745, and 5,589,377. 

For example, an appropriate AAV vector for use in the present invention will 
include all the sequences necessary for DNA replication, encapsidation, and host-cell 
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integration. The polynucleotide construct containing polynucleotides of the invention 
is inserted into the AAV vector using standard cloning methods, such as those found 
in Sambrook et al., Molecular Cloning: A Laboratory Manual, Cold Spring Harbor 
Press (1989). The recombinant AAV vector is then transfected into packaging cells 
which are infected with a helper virus, using any standard technique, including 
lipofection, electroporation, calcium phosphate precipitation, etc. Appropriate helper 
viruses include adenoviruses, cytomegaloviruses, vaccinia viruses, or herpes viruses. 
Once the packaging cells are transfected and infected, they will produce infectious 
AAV viral particles which contain the polynucleotide construct of the invention. 
These viral particles are then used to transduce eukaryotic cells, either ex vivo or //, 
vivo. The transduced cells will contain the polynucleotide construct integrated into its 
genome, and will express the desired gene product. 

Another method of gene therapy involves operably associating heterologous 
control regions and endogenous polynucleotide sequences (e.g. encoding the 
1 5 polypeptide sequence of interest) via homologous recombination (see, e.g., U.S. 
Patent NO: 5,641,670, issued June 24, 1997; International Publication NO: WO 
96/2941 1, published September 26, 1996; International Publication NO: WO 
94/12650, published August 4, 1994; Koller et al., Proc. Natl. Acad. Sci. USA, 
86:8932-8935 (1989); and Zijlstra et al., Nature, 342:435-438 (1989). This method 
involves the activation of a gene which is present in the target cells, but which is not 
normally expressed in the cells, or is expressed at a lower level than desired. 

Polynucleotide constructs are made, using standard techniques known in the 
art, which contain the promoter with targeting sequences flanking the promoter. 
Suitable promoters are described herein. The targeting sequence is sufficiently 
25 complementary to an endogenous sequence to permit homologous recombination of 
the promoter-targeting sequence with the endogenous sequence. The targeting 
sequence will be sufficiently near the 5' end of the desired endogenous 
polynucleotide sequence so the promoter will be operably linked to the endogenous 
sequence upon homologous recombination. 
30 The promoter and the targeting sequences can be amplified using PCR. 

Preferably, the amplified promoter contains distinct restriction enzyme sites on the 5' 
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and 3' ends. Preferably, the 3' end of the first targeting sequence contains the same 
restriction enzyme site as the 5' end of the amplified promoter and the 5' end of the 
second targeting sequence contains the same restriction site as the 3' end of the 
amplified promoter. The amplified promoter and targeting sequences are digested 
and ligated together. 

The promoter-targeting sequence construct is delivered to the cells, either as 
naked polynucleotide, or in conjunction with transfection-facilitating agents, such as 
liposomes, viral sequences, viral particles, whole viruses, lipofection, precipitating 
agents, etc., described in more detail above. The P promoter-targeting sequence can 
be delivered by any method, included direct needle injection, intravenous injection, 
topical administration, catheter infusion, particle accelerators, etc. The methods are 
described in more detail below. 

The promoter-targeting sequence construct is taken up by cells. Homologous 
recombination between the construct and the endogenous sequence takes place, such 
that an endogenous sequence is placed under the control of the promoter. The 
promoter then drives the expression of the endogenous sequence. 

The polynucleotides enc&ding polypeptides of the present invention may be 
administered along with other polynucleotides encoding other angiongenic proteins. 
Angiogenic proteins include, but are not limited to, acidic and basic fibroblast growth 
factors, VEGF-1, VEGF-2 (VEGF-C), VEGF-3 (VEGF-B), epidermal growth factor 
alpha and beta, platelet-derived endothelial cell growth factor, platelet-derived growth 
factor, tumor necrosis factor alpha, hepatocyte growth factor, insulin like growth 
factor, colony stimulating factor, macrophage colony stimulating factor, 
granulocyte/macrophage colony stimulating factor, and nitric oxide synthase. 

Preferably, the polynucleotide encoding a polypeptide of the invention 
contains a secretory signal sequence that facilitates secretion of the protein. 
Typically, the signal sequence is positioned in the coding region of the polynucleotide 
to be expressed towards or at the 5' end of the coding region. The signal sequence 
may be homologous or heterologous to the polynucleotide of interest and may be 
homologous or heterologous to the cells to be transfected. Additionally, the signal 
sequence may be chemically synthesized using methods known in the art. 
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Any mode of administration of any of the above-described polynucleotides 
constructs can be used so long as the mode results in the expression of one or more 
molecules in an amount sufficient to provide a therapeutic effect. This includes direct 
needle injection, systemic injection, catheter infusion, biolistic injectors, particle 
5 accelerators (i.e., "gene guns"), gelfoam sponge depots, other commercially available 
depot materials, osmotic pumps (e.g., Alza minipumps), oral or suppositorial solid 
(tablet or pill) pharmaceutical formulations, and decanting or topical applications 
during surgery. For example, direct injection of naked calcium 
phosphate-precipitated plasmid into rat liver and rat spleen or a protein-coated 
plasmid into the portal vein has resulted in gene expression of the foreign gene in the 
rat livers. (Kaneda et al., Science, 243:375 (1989)). 

A preferred method of local administration is by direct injection. Preferably, a 
recombinant molecule of the present invention complexed with a delivery vehicle is 
administered by direct injection into or locally within the area of arteries. 
Administration of a composition locally within the area of arteries refers to injecting 
the composition centimeters and preferably, millimeters within arteries. 

Another method of local administration is to contact a polynucleotide 
construct of the present invention in or around a surgical wound. For example, a 
patient can undergo surgery and the polynucleotide construct can be coated on the 
surface of tissue inside the wound or the construct can be injected into areas of tissue 
inside the wound. 

Therapeutic compositions useful in systemic administration, include 
recombinant molecules of the present invention complexed to a targeted delivery 
vehicle of the present invention. Suitable delivery vehicles for use with systemic 
administration comprise liposomes comprising ligands for targeting the vehicle to a 
particular site. 

Preferred methods of systemic administration, include intravenous injection, 
aerosol, oral and percutaneous (topical) delivery. Intravenous injections can be 
performed using methods standard in the art. Aerosol delivery can also be performed 
using methods standard in the art (see, for example, Stribling et al., Proc. Natl. Acad. 
Sci. USA , 189:1 1277-1 1281 (1992), which is incorporated herein by reference). Oral 
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delivery can be performed by complexing a polynucleotide construct of the present 
invention to a carrier capable of withstanding degradation by digestive enzymes in the 
gut of an animal. Examples of such carriers, include plastic capsules or tablets, such 
as those known in the art. Topical delivery can be performed by mixing a 
5 polynucleotide construct of the present invention with a lipophilic reagent (e.g., 
DMSO) that is capable of passing into the skin. 

Determining an effective amount of substance to be delivered can depend 
upon a number of factors including, for example, the chemical structure and 
biological activity of the substance, the age and weight of the animal, the precise 
condition requiring treatment and its severity, and the route of administration. The 
frequency of treatments depends upon a number of factors, such as the amount of 
polynucleotide constructs administered per dose, as well as the health and history of 
the subject. The precise amount, number of doses, and timing of doses will be 
determined by the attending physician or veterinarian. Therapeutic compositions of 
the present invention can be administered to any animal, preferably to mammals and 
birds. Preferred mammals include humans, dogs, cats, mice, rats, rabbits sheep, cattle, 
horses and pigs, with humans being particularly 

Biological ArtivitiPQ 

The polynucleotides or polypeptides, or agonists or antagonists of the present 
invention can be used in assays to test for one or more biological activities. If these 
polynucleotides and polypeptides do exhibit activity in a particular assay, it is likely 
that these molecules may be involved in the diseases associated with the biological 
activity. Thus, the polynucleotides or polypeptides, or agonists or antagonists could 
be used to treat the associated disease. 



Immune Activity 

The polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may be useful in treating, preventing, and/or diagnosing diseases, disorders, 
and/or conditions of the immune system, by activating or inhibiting the proliferation, 
differentiation, or mobilization (chemotaxis) of immune cells. Immune cells develop 
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through a process called hematopoiesis, producing myeloid (platelets, red blood cells, 
neutrophils, and macrophages) and lymphoid (B and T lymphocytes) cells from 
pluripotent stem cells. The etiology of these immune diseases, disorders, and/or 
conditions may be genetic, somatic, such as cancer or some autoimmune diseases, 
disorders,and/or conditions, acquired (e.g., by chemotherapy or toxins), or infectious. 
Moreover, a polynucleotides or polypeptides, or agonists or antagonists of the present 
invention can be used as a marker or detector of a particular immune system disease 
or disorder. 

A polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may be useful in treating, preventing, and/or diagnosing diseases, disorders, 
and/or conditions of hematopoietic cells. A polynucleotides or polypeptides, or 
agonists or antagonists of the present invention could be used to increase 
differentiation and proliferation of hematopoietic cells, including the pluripotent stem 
cells, in an effort to treator prevent those diseases, disorders, and/or conditions 
associated with a decrease in certain (or many) types hematopoietic cells. Examples 
of immunologic deficiency syndromes include, but are not limited to: blood protein 
diseases, disorders, and/or conditions (e.g. agammaglobulinemia, 
dysgammaglobulinemia), ataxia telangiectasia, common variable immunodeficiency, 
Digeorge Syndrome, HIV infection, HTLV-BLV infection, leukocyte adhesion 
deficiency syndrome, lymphopenia, phagocyte bactericidal dysfunction, severe 
combined immunodeficiency (SCIDs), Wiskott-Aldrich Disorder, anemia, 
thrombocytopenia, or hemoglobinuria. 

Moreover, a polynucleotides or polypeptides, or agonists or antagonists of the 
present invention could also be used to modulate hemostatic (the stopping of 
bleeding) or thrombolytic activity (clot formation). For example, by increasing 
hemostatic or thrombolytic activity, a polynucleotides or polypeptides, or agonists or 
antagonists of the present invention could be used to treat or prevent blood 
coagulation diseases, disorders, and/or conditions (e.g.. afibrinogenemia, factor 
deficiencies), blood platelet diseases, disorders, and/or conditions (e.g. 
thrombocytopenia), or wounds resulting from trauma, surgery, or other causes. 
Alternatively, a polynucleotides or polypeptides, or agonists or antagonists of the 



WO 00/57903 



PCT/US00/07525 



153 

present invention that can decrease hemostatic or thrombolytic activity could be used 
to inhibit or dissolve clotting. These molecules could be important in the treatment or 
prevention of heart attacks (infarction), strokes, or scarring. 

A polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may also be useful in treating, preventing, and/or diagnosing autoimmune 
diseases, disorders, and/or conditions. Many autoimmune diseases, disorders, and/or 
conditions result from inappropriate recognition of self as foreign material by immune 
cells. This inappropriate recognition results in an immune response leading to the 
destruction of the host tissue. Therefore, the administration of a polynucleotides or 
polypeptides, or agonists or antagonists of the present invention that inhibits an 
immune response, particularly the proliferation, differentiation, or chemotaxis of T- 
cells, may be an effective therapy in preventing autoimmune diseases, disorders, 
and/or conditions. 

Examples of autoimmune diseases, disorders, and/or conditions that can be 
treated, prevented, and/or diagnosed or detected by the present invention include, but 
are not limited to: Addison's Disease, hemolytic anemia, antiphospholipid syndrome, 
rheumatoid arthritis, dermatitis, allergic encephalomyelitis, glomerulonephritis, 
Goodpasture's Syndrome, Graves* Disease, Multiple Sclerosis, Myasthenia Gravis, 
Neuritis, Ophthalmia, Bullous Pemphigoid, Pemphigus, Polyendocrinopathies, 
Purpura, Reiter's Disease, Stiff-Man Syndrome. Autoimmune Thyroiditis, Systemic 
Lupus Erythematosus, Autoimmune Pulmonary Inflammation, Guillain-Barre 
Syndrome, insulin dependent diabetes mellitis, and autoimmune inflammatory eye 
disease. 

Similarly, allergic reactions and conditions, such as asthma (particularly 
allergic asthma) or other respiratory problems, may also be treated, prevented, and/or 
diagnosed by polynucleotides or polypeptides, or agonists or antagonists of the 
present invention. Moreover, these molecules can be used to treat anaphylaxis, 
hypersensitivity to an antigenic molecule, or blood group incompatibility. 

A polynucleotides or polypeptides, or agonists or antagonists of the present 
invention may also be used to treat, prevent, and/or diagnose organ rejection or graft- 
versus-host disease (GVHD). Organ rejection occurs by host immune cell destruction 
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of the transplanted tissue through an immune response. Similarly, an immune 
response is also involved in GVHD, but, in this case, the foreign transplanted immune 
cells destroy the host tissues. The administration of a polynucleotides or 
polypeptides, or agonists or antagonists of the present invention that inhibits an 
5 immune response, particularly the proliferation, differentiation, or chemotaxis of T- 
cells, may be an effective therapy in preventing organ rejection or GVHD. 

Similarly, a polynucleotides or 
polypeptides, or agonists or antagonists of the present invention may also be used to 
modulate inflammation. For example, the polypeptide or polynucleotide or agonists 
10 or antagonist may inhibit the proliferation and differentiation of cells involved in an 
inflammatory response. These molecules can be used to treat, prevent, and/or 
diagnose inflammatory conditions, both chronic and acute conditions, including 
chronic prostatitis, granulomatous prostatitis and malacoplakia, inflammation 
associated with infection (e.g., septic shock, sepsis, or systemic inflammatory 
response syndrome (SIRS)), ischemia-reperfusion injury, endotoxin lethality, arthritis, 
complement-mediated hyperacute rejection, nephritis, cytokine orchemokine induced 
lung injury, inflammatory bowel disease, Crohn's disease, or resulting from over 
production of cytokines (e.g., TNF or 1L-1.) 

Hvpernmlifprativp K^A^ 

A polynucleotides or polypeptides, or agonists or antagonists of the invention 
can be used to treat, prevent, and/or diagnose hyperproliferative diseases, disorders, 
including neoplasms. A polynucleotides or polypeptides, or agonists or antagonists of 
the present invention may inhibit the proliferation of the disorder through direct or 
indirect interactions. Alternatively, a polynucleotides or polypeptides, or agonists or 
antagonists of the present invention may proliferate other cells which can inhibit the 
hyperproliferative disorder. 

For example, by increasing an immune response, particularly increasing 
antigenic qualities of the hyperproliferative disorder or by proliferating, 
differentiating, or mobilizing T-cells, hyperproliferative diseases, disorders, and/or 
conditions can be treated, prevented, and/or diagnosed. This immune response may 
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be increased by either enhancing an existing immune response, or by initiating a new 
immune response. Alternatively, decreasing an immune response may also be a 
method of treating, preventing, and/or diagnosing hyperproliferative diseases, 
disorders, and/or conditions, such as a chemotherapeutic agent. 

Examples of hyperproliferative diseases, disorders, and/or conditions that can 
be treated, prevented, and/or diagnosed by polynucleotides or polypeptides, or 
agonists or antagonists of the present invention include, but are not limited to 
neoplasms located in thexolon, abdomen, bone, breast, digestive system, liver, 
pancreas, peritoneum, endocrine glands (adrenal, parathyroid, pituitary, testicles, 
ovary, thymus, thyroid), eye, head and neck, nervous (central and peripheral), 
lymphatic system, pelvic, skin, soft tissue, spleen, thoracic, and urogenital. 

Similarly, other hyperproliferative diseases, disorders, and/or conditions can 
also be treated, prevented, and/or diagnosed by a polynucleotides or polypeptides, or 
agonists or antagonists of the present invention. Examples of such hyperproliferative 
15 diseases, disorders, and/or conditions include, but are not limited to: 

hypergammaglobulinemia, lymphoproliferative diseases, disorders, and/or conditions, 
paraproteinemias, purpura, sarcoidosis, Sezary Syndrome, Waldenstron's 
Macroglobulinemia, Gauchcr's Disease, histiocytosis, and any other 
hyperproliferative disease, besides neoplasia, located in an organ system listed above. 

One preferred embodiment utilizes polynucleotides of the present invention to 
inhibit aberrant cellular division, by gene therapy using the present invention, and/or 
protein fusions or fragments thereof. 

Thus, the present invention provides a method for treating or preventing cell 
proliferative diseases, disorders, and/or conditions by inserting into an abnormally 
proliferating cell a polynucleotide of the present invention, wherein said 
polynucleotide represses said expression. 

Another embodiment of the present invention provides a method of treating or 
preventing cell-proliferativc diseases, disorders, and/or conditions in individuals 
comprising administration of one or more active gene copies of the present invention 
30 to an abnormally proliferating cell or cells. In a preferred embodiment, 
polynucleotides of the present invention is a DNA construct comprising a 
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recombinant expression vector effective in expressing a DNA sequence encoding said 
polynucleotides. In another preferred embodiment of the present invention, the DNA 
construct encoding the poynucleotides of the present invention is inserted into cells to 
be treated utilizing a retrovirus, or more preferrably an adenoviral vector (See G J. 
5 Nabel, et. al., PNAS 1999 96: 324-326, which is hereby incorporated by reference). 
In a most preferred embodiment, the viral vector is defective and will not transform 
non-proliferating cells, only proliferating cells. Moreover, in a preferred 
embodiment, the jlynucleotides of the present invention inserted into proliferating 
cells either alone, or in combination with or fused to other polynucleotides, can then 

10 be modulated via an external stimulus (i.e. magnetic, specific small molecule, 

chemical, or drug administration, etc.), which acts upon the promoter upstream of said 
polynucleotides to induce expression of the encoded protein product. As such the 
beneficial therapeutic affect of the present invention may be expressly modulated (i.e. 
to increase, decrease, or inhibit expression of the present invention) based upon said 

15 external stimulus. 

Polynucleotides of the present invention may be useful in repressing 
expression of oncogenic genes or antigens. By "repressing expression of the 
oncogenic genes " is intended the suppression of the transcription of the gene, the 
degradation of the gene transcript (pre-message RNA), the inhibition of splicing, the 

20 destruction of the messenger RNA, the prevention of the post-translational 

modifications of the protein, the destruction of the protein, or the inhibition of the 
normal function of the protein. 

For local administration to abnormally proliferating cells, polynucleotides of 
the present invention may be administered by any method known to those of skill in 

25 the art including, but not limited to transfection, electroporation, microinjection of 
cells, or in vehicles such as liposomes, lipofectin, or as naked polynucleotides, or any 
other method described throughout the specification. The polynucleotide of the 
present invention may be delivered by known gene delivery systems such as, but not 
limited to, retroviral vectors (Gilboa, J. Virology 44:845 (1982); Hocke, Nature 

30 320:275 (1986); Wilson, et al., Proc. Natl. Acad. Sci. U.S.A. 85:3014), vaccinia virus 
system (Chakrabarty et al., Mol. Cell Biol. 5:3403 (1985) or other efficient DNA 
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delivery systems (Yates et ah, Nature 313:812 (1985)) known to those skilled in the 
art. These references are exemplary only and are hereby incorporated by reference. 
In order to specifically deliver or transfect cells which are abnormally proliferating 
and spare non-dividing cells, it is preferable to utilize a retrovirus, or adenoviral (as 
5 described in the art and elsewhere herein) delivery system known to those of skill in 
the art. Since host DNA replication is required for retroviral DN A to integrate and 
the retrovirus will be unable to self replicate due to the lack of the retrovirus genes 
needed for its life cycle. Utilizing such a retroviral delivery system for 
polynucleotides of the present invention will target said gene and constructs to 

10 abnormally proliferating cells and will spare the non-dividing normal cells. 

The polynucleotides of the present invention may be delivered directly to cell 
proliferative disorder/disease sites in internal organs, body cavities and the like by use 
of imaging devices used to guide an injecting needle directly to the disease site. The 
polynucleotides of the present invention may also be administered to disease sites at 

15 the time of surgical intervention. 

By "cell proliferative disease" is meant any human or animal disease or 
disorder, affecting any one or any combination of organs, cavities, or body parts, 
which is characterized by single or multiple local abnormal proliferations of cells, 
groups of cells, or tissues, whether benign or malignant. 

20 Any amount of the polynucleotides of the present invention may be 

administered as long as it has a biologically inhibiting effect on the proliferation of 
the treated cells. Moreover, it is possible to administer more than one of the 
polynucleotide of the present invention simultaneously to the same site. By 
"biologically inhibiting" is meant partial or total growth inhibition as well as 

25 decreases in the rate of proliferation or growth of the cells. The biologically 

inhibitory dose may be determined by assessing the effects of the polynucleotides of 
the present invention on target malignant or abnormally proliferating cell growth in 
tissue culture, tumor growth in animals and cell cultures, or any other method known 
to one of ordinary skill in the art. 

30 The present invention is further directed to antibody-based therapies which 

involve administering of anti-polypeptides and anti-polynucleotide antibodies to a 
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mammalian, preferably human, patient for treating, preventing, and/or diagnosing one 
or more of the described diseases, disorders, and/or conditions. Methods for 
producing anti-polypeptides and anti-polynucleotide antibodies polyclonal and 
monoclonal antibodies are described in detail elsewhere herein. Such antibodies may 
be provided in pharmaceutically acceptable compositions as known in the art or as 
described herein. 

A summary of the ways in which the antibodies of the present invention may 
be used therapeutically includes binding polynucleotides or polypeptides of the 
present invention locally or systemically in the body or by direct cytotoxicity of the 
antibody, e.g. as mediated by complement (CDC) or by effector cells (ADCC). Some 
of these approaches arc described in more detail below. Armed with the teachings 
provided herein, one of ordinary skill in the art will know how to use the antibodies of 
the present invention for diagnostic, monitoring or therapeutic purposes without 
undue experimentation. 

In particular, the antibodies, fragments and derivatives of the present invention 
are useful for treating, preventing, and/or diagnosing a subject having or developing 
cell proliferative and/or differentiation diseases, disorders, and/or conditions as 
described herein. Such treatment comprises administering a single or multiple doses 
of the antibody, or a fragment, derivative, or a conjugate thereof. 

The antibodies of this invention may be advantageously utilized in 
combination with other monoclonal or chimeric antibodies, or with lymphokines or 
hematopoietic growth factors, for example, which serve to increase the number or 
activity of effector cells which interact with the antibodies. 

It is preferred to use high affinity and/or potent in vivo inhibiting and/or 
neutralizing antibodies against polypeptides or polynucleotides of the present 
invention, fragments or regions thereof, for both immunoassays directed to and 
therapy of diseases, disorders, and/or conditions related to polynucleotides or 
polypeptides, including fragements thereof, of the present invention. Such antibodies, 
fragments, or regions, will preferably have an affinity for polynucleotides or 
polypeptides, including fragements thereof. Preferred binding affinities include those 
with a dissociation constant or Kd less than SXIO^M, 10* 6 M, 5X10' 7 M, 10' 7 M, 5X10' 
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8 M, 10"*M, 5X10" 9 M, 10' 9 M, 5X10 ,0 M, 10 ,0 M, 5X10"M, 10 n M, 5X10' ,2 M, 10 ,2 M, 
5Xlff"M, 10 ,3 M, 5X!0 ,4 M, 10 ,4 M, 5X10 ,5 M, and 10 ,5 M. 

Moreover, polypeptides of the present invention are useful in inhibiting the 
angiogenesis of proliferative cells or tissues, either alone, as a protein fusion, or in 
5 combination with other polypeptides directly or indirectly, as described elsewhere 
herein. In a most preferred embodiment, said anti-angiogencsis effect may be 
achieved indirectly, for example, through the inhibition of hematopoietic, tumor- 
specific cells, such as tumor-associated macrophages (See Joseph IB, et al. J Natl 
Cancer Inst, 90(21): 1648-53 (1998), which is hereby incorporated by reference). 
10 Antibodies directed to polypeptides or polynucleotides of the present invention may 
also result in inhibition of angiogenesis directly, or indirectly (See Witte L, et al, 
Cancer Metastasis Rev. 17(2):155-61 (1998), which is hereby incorporated by 
reference)). 

Polypeptides, including protein fusions, of the present invention, or fragments 

15 thereof may be useful in inhibiting proliferative cells or tissues through the induction 
of apoptosis. Said polypeptides may act either directly, or indirectly to induce 
apoptosis of proliferative cells and tissues, for example in the activation of a death- 
domain receptor, such as tumor necrosis factor (TNF) receptor- 1, CD95 (Fas/APO-1), 
TNF-receptor-related apoptosis-mediated protein (TRAMP) and TNF-related 

20 apoptosis-inducing ligand (TRAIL) receptor-1 and -2 (See Schulze-Osthoff K, ct.al., 
Eur J Biochem 254(3):439-59 (1998), which is hereby incorporated by reference). 
Moreover, in another preferred embodiment of the present invention, said 
polypeptides may induce apoptosis through other mechanisms, such as in the 
activation of other proteins which will activate apoptosis, or through stimulating the 

25 expression of said proteins, either alone or in combination with small molecule drugs 
or adjuviants, such as apoptonin, galectins, thioredoxins, antiinflammatory proteins 
(See for example, Mutat Res 400(1 -2):447-55 (1998), Med Hypothcses.50(5):423-33 
(1998), Chem Biol Interact. Apr 24; 1 1 1-1 12:23-34 (1998), J Mol Mcd.76(6):402-12 
(1998), Int J Tissue React;20(l):3-15 (1998), which are all hereby incorporated by 

30 reference). 
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Polypeptides, including protein fusions to, or fragments thereof, of the present 
invention are useful in inhibiting the metastasis of proliferative cells or tissues. 
Inhibition may occur as a direct result of administering polypeptides, or antibodies 
directed to said polypeptides as described else were herein, or indirectly, such as 
5 activating the expression of proteins known to inhibit metastasis, for example alpha 4 
integrins, (See, e.g., Curr Top Microbiol Immunol 1998;23 1 : 125-41, which is hereby 
incorporated by reference). Such thereapeutic affects of the present invention may be 
achieved either alone, or in combination with small molecule drugs or adjuvants. 
In another embodiment, the invention provides a method of delivering 

10 compositions containing the polypeptides of the invention (e.g., compositions 
containing polypeptides or polypeptide antibodes associated with heterologous 
polypeptides, heterologous nucleic acids, toxins, or prodrugs) to targeted cells 
expressing the polypeptide of the present invention. Polypeptides or polypeptide 
antibodes of the invention may be associated with with heterologous polypeptides, 

15 heterologous nucleic acids, toxins, or prodrugs via hydrophobic, hydrophilic, ionic 
and/or covalent interactions. 

Polypeptides, protein fusions to, or fragments thereof, of the present invention are 
useful in enhancing the immunogenicity and/or antigenicity of proliferating cells or 
tissues, either directly, such as would occur if the polypeptides of the present 
20 invention 'vaccinated' the immune response to respond to proliferative antigens and 
immunogens, or indirectly, such as in activating the expression of proteins known to 
enhance the immune response (e.g. chemokines), to said antigens and immunogens. 

Cardiovascular Disorders 

25 Polynucleotides or polypeptides, or agonists or antagonists of the invention 

may be used to treat, prevent, and/or diagnose cardiovascular diseases, disorders, 
and/or conditions, including peripheral artery disease, such as limb ischemia. 

Cardiovascular diseases, disorders, and/or conditions include cardiovascular 
abnormalities, such as arterio-arterial fistula, arteriovenous fistula, cerebral 

30 arteriovenous malformations, congenital heart defects, pulmonary atresia, and 
Scimitar Syndrome. Congenital heart defects include aortic coarctation, cor 
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triatriatum, coronary vessel anomalies, crisscross heart, dextrocardia, patent ductus 
arteriosus, Ebstein's anomaly, Eisenmenger complex, hypoplastic left heart syndrome, 
levocardia, tetralogy of fallot, transposition of great vessels, double outlet right 
ventricle, tricuspid atresia, persistent truncus arteriosus, and heart septal defects, such 
5 as aortopulmonary septal defect, endocardial cushion defects, Lutembacher's 
Syndrome, trilogy of Fallot, ventricular heart septal defects. 

Cardiovascular diseases, disorders, and/or conditions also include heart 
disease, such as arrhythmias, carcinoid heart disease, high cardiac output, low cardiac 
output, cardiac tamponade, endocarditis (including bacterial), heart aneurysm, cardiac 

10 arrest, congestive heart failure, congestive cardiomyopathy, paroxysmal dyspnea, 
cardiac edema, heart hypertrophy, congestive cardiomyopathy, left ventricular 
hypertrophy, right ventricular hypertrophy, post-infarction heart rupture, ventricular 
septal rupture, heart valve diseases, myocardial diseases, myocardial ischemia, 
pericardial effusion, pericarditis (including constrictive and tuberculous), 

15 pneumopericardium, postpericardiotomy syndrome, pulmonary heart disease, 
rheumatic heart disease, ventricular dysfunction, hyperemia, cardiovascular 
pregnancy complications, Scimitar Syndrome, cardiovascular syphilis, and 
cardiovascular tuberculosis. 

Arrhythmias include sinus arrhythmia, atrial fibrillation, atrial flutter, 

20 bradycardia, extrasystolc, Adams-Stokes Syndrome, bundle-branch block, sinoatrial 
block, long QT syndrome, parasystole, Lown-Ganong-Levine Syndrome, Mahaim- 
type pre-excitation syndrome, Wolff-Parkinson-White syndrome, sick sinus 
syndrome, tachycardias, and ventricular fibrillation. Tachycardias include 
paroxysmal tachycardia, supraventricular tachycardia, accelerated idioventricular 

25 rhythm, atrioventricular nodal reentry tachycardia, ectopic atrial tachycardia, ectopic 
junctional tachycardia, sinoatrial nodal reentry tachycardia, sinus tachycardia, 
Torsades de Pointes, and ventricular tachycardia. 

Heart valve disease include aortic valve insufficiency, aortic valve stenosis, 
hear murmurs, aortic valve prolapse, mitral valve prolapse, tricuspid valve prolapse, 

30 mitral valve insufficiency, mitral valve stenosis, pulmonary atresia, pulmonary valve 



WO 00/57903 



PCT/US00/07525 



insufficiency, pulmonary valve stenosis, tricuspid atresia, tricuspid valve 
insufficiency, and tricuspid valve stenosis. 

Myocardial diseases include alcoholic cardiomyopathy, congestive 
cardiomyopathy, hypertrophic cardiomyopathy, aortic subvalvular stenosis, 
5 pulmonary subvalvular stenosis, restrictive cardiomyopathy, Chagas cardiomyopathy, 
endocardial fibroelastosis, endomyocardial fibrosis, Kearns Syndrome, myocardial 
reperfusion injury, and myocarditis. 

Myocardial ischemias include coronary disease, such as angina pectoris, 
coronary aneurysm, coronary arteriosclerosis, coronary thrombosis, coronary 
10 vasospasm, myocardial infarction and myocardial stunning. 

Cardiovascular diseases also include vascular diseases such as aneurysms, 
angiodysplasia, angiomatosis, bacillary angiomatosis, Hippel-Lindau Disease, 
Klippel-Trenaunay- Weber Syndrome, Sturge- Weber Syndrome, angioneurotic edema, 
aortic diseases, Takayasu's Arteritis, aortitis, Lerichc's Syndrome, arterial occlusive 
15 diseases, arteritis, enartcritis, polyarteritis nodosa, cerebrovascular diseases, disorders, 
and/or conditions, diabetic angiopathies, diabetic retinopathy, embolisms, thrombosis, 
erythromelalgia, hemorrhoids, hepatic veno-occlusive disease, hypertension, 
hypotension, ischemia, peripheral vascular diseases, phlebitis, pulmonary veno- 
occlusive disease, Raynaud's disease, CREST syndrome, retinal vein occlusion, 
20 Scimitar syndrome, superior vena cava syndrome, telangiectasia, atacia telangiectasia, 
hereditary hemorrhagic telangiectasia, varicocele, varicose veins, varicose ulcer, 
vasculitis, and venous insufficiency. 

Aneurysms include dissecting aneurysms, false aneurysms, infected 
aneurysms, ruptured aneurysms, aortic aneurysms, cerebral aneurysms, coronary 
25 aneurysms, heart aneurysms, and iliac aneurysms. 

Arterial occlusive diseases include arteriosclerosis, intermittent claudication, 
carotid stenosis, fibromuscular dysplasias, mesenteric vascular occlusion, Moyamoya 
disease, renal artery obstruction, retinal artery occlusion, and thromboangiitis 
obliterans. 

30 Cerebrovascular diseases, disorders, and/or conditions include carotid artery 

diseases, cerebral amyloid angiopathy, cerebral aneurysm, cerebral anoxia, cerebral 
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arteriosclerosis, cerebral arteriovenous malformation, cerebral artery diseases, 
cerebral embolism and thrombosis, carotid artery thrombosis, sinus thrombosis, 
Wallenberg's syndrome, cerebral hemorrhage, epidural hematoma, subdural 
hematoma, subaraxhnoid hemorrhage, cerebral infarction, cerebral ischemia 
5 (including transient), subclavian steal syndrome, periventricular leukomalacia, 
vascular headache, cluster headache, migraine, and vertebrobasilar insufficiency. 

Embolisms include air embolisms, amniotic fluid embolisms, cholesterol 
embolisms, blue toe syndrome, fat embolisms, pulmonary embolisms, and 
thromoboembolisms. Thrombosis include coronary thrombosis, hepatic vein 

10 thrombosis, retinal vein occlusion, carotid artery thrombosis, sinus thrombosis, 
Wallenberg's syndrome, and thrombophlebitis. 

Ischemia includes cerebral ischemia, ischemic colitis, compartment 
syndromes, anterior compartment syndrome, myocardial ischemia, reperfusion 
injuries, and peripheral limb ischemia. Vasculitis includes aortitis, arteritis, Behcet's 

15 Syndrome, Churg-Strauss Syndrome, mucocutaneous lymph node syndrome, 

thromboangiitis obliterans, hypersensitivity vasculitis, Schoenlein-Henoch purpura, 
allergic cutaneous vasculitis, and Wegener's granulomatosis. 

Polynucleotides or polypeptides, or agonists or antagonists of the invention, 
are especially effective for the treatment of critical limb ischemia and coronary 

20 disease. 

Polypeptides may be administered using any method known in the art, 
including, but not limited to, direct needle injection at the delivery site, intravenous 
injection, topical administration, catheter infusion, biolistic injectors, particle 
accelerators, gelfoam sponge depots, other commercially available depot materials, 
25 osmotic pumps, oral or suppositorial solid pharmaceutical formulations, decanting or 
topical applications during surgery, aerosol delivery. Such methods are known in the 
art. Polypeptides of the invention may be administered as part of a Therapeutic, 
described in more detail below. Methods of delivering polynucleotides of the 
invention are described in more detail herein. 

30 

Anti-Angiogenesis Activity 
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The naturally occurring balance between endogenous stimulators and 
inhibitors of angiogenesis is one in which inhibitory influences predominate. 
Rastinejad et al, Cell 56:345-355 (1989). In those rare instances in which 
neovascularization occurs under normal physiological conditions, such as wound 
5 healing, organ regeneration, embryonic development, and female reproductive 
processes, angiogenesis is stringently regulated and spatially and temporally 
delimited. Under conditions of pathological angiogenesis such as that characterizing 
solid tumor growth, these regulatory controls fail. Unregulated angiogenesis becomes 
pathologic and sustains progression of many neoplastic and non-neoplastic diseases. 

10 A number of serious diseases are dominated by abnormal neovascularization 

including solid tumor growth and metastases, arthritis, some types of eye diseases, 
disorders, and/or conditions, and psoriasis. See, e.g., reviews by Moses et al, 
Biotech. 9:630-634 (1991); Folkman etai, N. Engl J. Med., 555:1757-1763 (1995); 
Auerbach et aL J. Microvasc. Res. 29:401-41 1 (1985); Folkman, Advances in 

15 Cancer Research, eds. Klein and Weinhousc, Academic Press, New York, pp. 175- 
203 (1985); Patz, Am. J. Opthalmol 94:715-743 (1982); and Folkman et al, Science 
227:7 '19-725 (1983). In a number of pathological conditions, the process of 
angiogenesis contributes to the disease state. For example, significant data have 
accumulated which suggest that the growth of solid tumors is dependent on 

20 angiogenesis. Folkman and Klagsbrun, Science 255:442-447 (1987). 

The present invention provides for treatment of diseases, disorders, and/or 
conditions associated with neovascularization by administration of the 
polynucleotides and/or polypeptides of the invention, as well as agonists or 
antagonists of the present invention. Malignant and metastatic conditions which can 

25 be treated with the polynucleotides and polypeptides, or agonists or antagonists of the 
invention include, but are not limited to, malignancies, solid tumors, and cancers 
described herein and otherwise known in the art (for a review of such disorders, see 
Fishman et al, Medicine, 2d Ed., J. B. Lippincott Co., Philadelphia ( 1985)).Thus, the 
present invention provides a method of treating, preventing, and/or diagnosing an 

30 angiogenesis-related disease and/or disorder, comprising administering to an 

individual in need thereof a therapeutically effective amount of a polynucleotide, 
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polypeptide, antagonist and/or agonist of the invention. For example, 
polynucleotides, polypeptides, antagonists and/or agonists may be utilized in a variety 
of additional methods in order to therapeutically treat or prevent a cancer or tumor. 
Cancers which may be treated, prevented, and/or diagnosed with polynucleotides, 
polypeptides, antagonists and/or agonists include, but are not limited to solid tumors, 
including prostate, lung, breast, ovarian, stomach, pancreas, larynx, esophagus, testes, 
liver, parotid, biliary tract, colon, rectum, cervix, uterus, endometrium, kidney, 
bladder, thyroid cancer; primary tumors and metastases; melanomas; glioblastoma; 
Kaposi's sarcoma; leiomyosarcoma; non- small cell lung cancer; colorectal cancer; 
advanced malignancies; and blood born tumors such as leukemias. For example, 
polynucleotides, polypeptides, antagonists and/or agonists may be delivered topically, 
in order to treat or prevent cancers such as skin cancer, head and neck tumors, breast 
tumors, and Kaposi's sarcoma. 

Within yet other aspects, polynucleotides, polypeptides, antagonists and/or 
agonists may be utilized to treat superficial forms of bladder cancer by, for example, 
intravesical administration. Polynucleotides, polypeptides, antagonists and/or agonists 
may be delivered directly into the tumor, or near the tumor site, via injection or a 
catheter. Of course, as the artisan of ordinary skill will appreciate, the appropriate 
mode of administration will vary according to the cancer to be treated. Other modes 
of delivery are discussed herein. 

Polynucleotides, polypeptides, antagonists and/or agonists may be useful in 
treating, preventing, and/or diagnosing other diseases, disorders, and/or conditions, 
besides cancers, which involve angiogenesis. These diseases, disorders, and/or 
conditions include, but are not limited to: benign tumors, for example hemangiomas, 
acoustic neuromas, neurofibromas, trachomas, and pyogenic granulomas; 
arthcroscleric plaques; ocular angiogenic diseases, for example, diabetic retinopathy, 
retinopathy of prematurity, macular degeneration, corneal graft rejection, neovascular 
glaucoma, retrolental fibroplasia, rubeosis, retinoblastoma, uvietis and Pterygia 
(abnormal blood vessel growth) of the eye; rheumatoid arthritis; psoriasis; delayed 
wound healing; endometriosis; vasculogenesis; granulations; hypertrophic scars 
(keloids); nonunion fractures; scleroderma; trachoma; vascular adhesions; myocardial 
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angiogenesis; coronary collaterals; cerebral collaterals; arteriovenous malformations; 
ischemic limb angiogenesis; Osier-Webber Syndrome; plaque neovascularization; 
telangiectasia; hemophiliac joints; angiofibroma; fibromuscular dysplasia; wound 
granulation; Crohn's disease; and atherosclerosis. 

For example, within one aspect of the present invention methods are provided 
for treating, preventing, and/or diagnosing hypertrophic scars and keloids, comprising 
the step of administering a polynucleotide, polypeptide, antagonist and/or agonist of 
the invention to a hypertrophic scar or keloid. 

Within one embodiment of the present invention polynucleotides, 
polypeptides, antagonists and/or agonists are directly injected into a hypertrophic scar 
or keloid, in order to prevent the progression of these lesions. This therapy is of 
particular value in the prophylactic treatment of conditions which are known to result 
in the development of hypertrophic scars and keloids (e.g., burns), and is preferably 
initiated after the proliferative phase has had time to progress (approximately 14 days 
after the initial injury), but before hypertrophic scar or keloid development. As noted 
above, the present invention also provides methods for treating, preventing, and/or 
diagnosing neovascular diseases of the eye, including for example, corneal 
neovascularization, neovascular glaucoma, proliferative diabetic retinopathy, 
retrolental fibroplasia and macular degeneration. 

Moreover, Ocular diseases, disorders, and/or conditions associated with 
neovascularization which can be treated, prevented, and/or diagnosed with the 
polynucleotides and polypeptides of the present invention (including agonists and/or 
antagonists) include, but are not limited to: neovascular glaucoma, diabetic 
retinopathy, retinoblastoma, retrolental fibroplasia, uveitis, retinopathy of prematurity 
macular degeneration, corneal graft neovascularization, as well as other eye 
inflammatory diseases, ocular tumors and diseases associated with choroidal or iris 
neovascularization. See, e.g., reviews by Waltman et al, Am. J. Ophthai 55:704-710 
(1978) and Gartner et al. t Surv. Ophthai 22:291-312 (1978). 

Thus, within one aspect of the present invention methods are provided for 
treating or preventing neovascular diseases of the eye such as corneal 
neovascularization (including corneal graft neovascularization), comprising the step 
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of administering to a patient a therapeutically effective amount of a compound (as 
described above) to the cornea, such that the formation of blood vessels is inhibited. 
Briefly, the cornea is a tissue which normally lacks blood vessels. In certain 
pathological conditions however, capillaries may extend into the cornea from the 
5 pericorneal vascular plexus of the limbus. When the cornea becomes vascularized, it 
also becomes clouded, resulting in a decline in the patient's visual acuity. Visual loss 
may become complete if the cornea completely opacitates. A wide variety of 
diseases, disorders, and/or conditions can result in corneal neovascularization, 
including for example, corneal infections (e.g., trachoma, herpes simplex keratitis, 
10 leishmaniasis and onchocerciasis), immunological processes (e.g., graft rejection and 
Stevens- Johnson's syndrome), alkali burns, trauma, inflammation (of any cause), 
toxic and nutritional deficiency states, and as a complication of wearing contact 
lenses. 

Within particularly preferred embodiments of the invention, may be prepared 
1 5 for topical administration in saline (combined with any of the preservatives and 
antimicrobial agents commonly used in ocular preparations), and administered in 
eyedrop form. The solution or suspension may be prepared in its pure form and 
administered several times daily. Alternatively, anti-angiogenic compositions, 
prepared as described above, may also be administered directly to the cornea. Within 
preferred embodiments, the anti-angiogenic composition is prepared with a muco- 
adhesive polymer which binds to cornea. Within further embodiments, the anti- 
angiogenic factors or anti-angiogenic compositions may be utilized as an adjunct to 
conventional steroid therapy. Topical therapy may also be useful prophylactically in 
corneal lesions which are known to have a high probability of inducing an angiogenic 
response (such as chemical burns). In these instances the treatment, likely in 
combination with steroids, may be instituted immediately to help prevent subsequent 
complications. 

Within other embodiments, the compounds described above may be injected 
directly into the corneal stroma by an ophthalmologist under microscopic guidance. 
The preferred site of injection may vary with the morphology of the individual lesion, 
but the goal of the administration would be to place the composition at the advancing 



WO 00/57903 



PCT/US00/07525 



168 

front of the vasculature (i.e., interspersed between the blood vessels and the normal 
cornea). In most cases this would involve perilimbic corneal injection to "protect" the 
cornea from the advancing blood vessels. This method may also be utilized shortly 
after a corneal insult in order to prophylactically prevent corneal neovascularization. 
5 In this situation the material could be injected in the perilimbic cornea interspersed 
between the corneal lesion and its undesired potential limbic blood supply. Such 
methods may also be utilized in a similar fashion to prevent capillary invasion of 
transplanted corneas. In a sustained-release form injections might only be required 2- 
3 times per year. A steroid could also be added to the injection solution to reduce 

10 inflammation resulting from the injection itself. 

Within another aspect of the present invention, methods are provided for 
treating or preventing neovascular glaucoma, comprising the step of administering to 
a patient a therapeutically effective amount of a polynucleotide, polypeptide, 
antagonist and/or agonist to the eye, such that the formation of blood vessels is 

15 inhibited. In one embodiment, the compound may be administered topically to the 
eye in order to treat or prevent early forms of neovascular glaucoma. Within other 
embodiments, the compound may be implanted by injection into the region of the 
anterior chamber angle. Within other embodiments, the compound may also be 
placed in any location such that the compound is continuously released into the 

20 aqueous humor. Within another aspect of the present invention, methods are provided 
for treating or preventing proliferative diabetic retinopathy, comprising the step of 
administering to a patient a therapeutically effective amount of a polynucleotide, 
polypeptide, antagonist and/or agonist to the eyes, such that the formation of blood 
vessels is inhibited. 

25 Within particularly preferred embodiments of the invention, proliferative 

diabetic retinopathy may be treated by injection into the aqueous humor or the 
vitreous, in order to increase the local concentration of the polynucleotide, 
polypeptide, antagonist and/or agonist in the retina. Preferably, this treatment should 
be initiated prior to the acquisition of severe disease requiring photocoagulation. 

30 Within another aspect of the present invention, methods are provided for 

treating or preventing retrolental fibroplasia, comprising the step of administering to a 
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patient a therapeutically effective amount of a polynucleotide, polypeptide, antagonist 
and/or agonist to the eye, such that the formation of blood vessels is inhibited. The 
compound may be administered topically, via intravitreous injection and/or via 
intraocular implants. 

Additionally, diseases, disorders, and/or conditions which can be treated, 
prevented, and/or diagnosed with the polynucleotides, polypeptides, agonists and/or 
agonists include, but are not limited to, hemangioma, arthritis, psoriasis, 
angiofibroma, atherosclerotic plaques, delayed wound healing, granulations, 
hemophilic joints, hypertrophic scars, nonunion fractures, Osier-Weber syndrome, 
pyogenic granuloma, scleroderma, trachoma, and vascular adhesions. 

Moreover, diseases, disorders, and/or conditions and/or states, which can be 
treated, prevented, and/or diagnosed with the the polynucleotides, polypeptides, 
agonists and/or agonists include, but are not limited to, solid tumors, blood born 
tumors such as leukemias, tumor metastasis, Kaposi's sarcoma, benign tumors, for 
example hemangiomas, acoustic neuromas, neurofibromas, trachomas, and pyogenic 
granulomas, rheumatoid arthritis, psoriasis, ocular angiogenic diseases, for example, 
diabetic retinopathy, retinopathy of prematurity, macular degeneration, corneal graft 
rejection, neovascular glaucoma, retrolental fibroplasia, rubeosis, retinoblastoma, and 
uvietis, delayed wound healing, endometriosis, vascluogenesis, granulations, 
hypertrophic scars (keloids), nonunion fractures, scleroderma, trachoma, vascular 
adhesions, myocardial angiogenesis, coronary collaterals, cerebral collaterals, 
arteriovenous malformations, ischemic limb angiogenesis, Osier- Webber Syndrome, 
plaque neovascularization, telangiectasia, hemophiliac joints, angiofibroma 
fibromuscular dysplasia, wound granulation, Crohn's disease, atherosclerosis, birth 
control agent by preventing vascularization required for embryo implantation 
controlling menstruation, diseases that have angiogenesis as a pathologic consequence 
such as cat scratch disease (Rochele minalia quintosa), ulcers (Helicobacter pylori), 
Bartonellosis and bacillary angiomatosis. 

In one aspect of the birth control method, an amount of the compound 
sufficient to block embryo implantation is administered before or after intercourse and 
fertilization have occurred, thus providing an effective method of birth control, 
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possibly a "morning after" method. Polynucleotides, polypeptides, agonists and/or 
agonists may also be used in controlling menstruation or administered as either a 
peritoneal lavage fluid or for peritoneal implantation in the treatment of 
endometriosis. 

5 Polynucleotides, polypeptides, agonists and/or agonists of the present 

invention may be incorporated into surgical sutures in order to prevent stitch 
granulomas. 

Polynucleotides, polypeptides, agonists and/or agonists may be utilized in a 
wide variety of surgical procedures. For example, within one aspect of the present 

10 invention a compositions (in the form of, for example, a spray or film) may be utilized 
to coat or spray an area prior to removal of a tumor, in order to isolate normal 
surrounding tissues from malignant tissue, and/or to prevent the spread of disease to 
surrounding tissues. Within other aspects of the present invention, compositions (e.g., 
in the form of a spray) may be delivered via endoscopic procedures in order to coat 

15 tumors, or inhibit angiogenesis in a desired locale. Within yet other aspects of the 
present invention, surgical meshes which have been coated with anti- angiogenic 
compositions of the present invention may be utilized in any procedure wherein a 
surgical mesh might be utilized. For example, within one embodiment of the 
invention a surgical mesh laden with an anti-angiogenic composition may be utilized 

20 during abdominal cancer resection surgery (e.g., subsequent to colon resection) in 
order to provide support to the structure, and to release an amount of the anti- 
angiogenic factor. 

Within further aspects of the present invention, methods are provided for 
treating tumor excision sites, comprising administering a polynucleotide, polypeptide, 

25 agonist and/or agonist to the resection margins of a tumor subsequent to excision, 
such that the local recurrence of cancer and the formation of new blood vessels at the 
site is inhibited. Within one embodiment of the invention, the anti-angiogenic 
compound is administered directly to the tumor excision site (e.g., applied by 
swabbing, brushing or otherwise coating the resection margins of the tumor with the 

30 anti-angiogenic compound). Alternatively, the anti-angiogenic compounds may be 
incorporated into known surgical pastes prior to administration. Within particularly 
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preferred embodiments of the invention, the anti-angiogenic compounds are applied 
after hepatic resections for malignancy, and after neurosurgical operations. 

Within one aspect of the present invention, polynucleotides, polypeptides, 
agonists and/or agonists may be administered to the resection margin of a wide 
5 variety of tumors, including for example, breast, colon, brain and hepatic tumors. For 
example, within one embodiment of the invention, anti-angiogenic compounds may 
be administered to the site of a neurological tumor subsequent to excision, such that 
the formation of new blood vessels at the site arc inhibited. 

The polynucleotides, polypeptides, agonists and/or agonists of the present 

10 invention may also be administered along with other anti-angiogenic factors. 
Representative examples of other anti-angiogenic factors include: Anti-Invasive 
Factor, retinoic acid and derivatives thereof, paclitaxel, Suramin, Tissue Inhibitor of 
Metalloproteinase-1, Tissue Inhibitor of Metalloproteinase-2, Plasminogen Activator 
Inhibitor- 1, Plasminogen Activator Inhibitor-2, and various forms of the lighter "d 

1 5 group" transition metals. 

Lighter "d group" transition metals include, for example, vanadium, 
molybdenum, tungsten, titanium, niobium, and tantalum species. Such transition 
metal species may form transition metal complexes. Suitable complexes of the 
above-mentioned transition metal species include oxo transition metal complexes. 

20 Representative examples of vanadium complexes include oxo vanadium 

complexes such as vanadate and vanadyl complexes. Suitable vanadate complexes 
include metavanadate and orthovanadate complexes such as, for example, ammonium 
metavanadate, sodium metavanadate, and sodium orthovanadate. Suitable vanadyl 
complexes include, for example, vanadyl acetylacetonate and vanadyl sulfate 

25 including vanadyl sulfate hydrates such as vanadyl sulfate mono- and trihydrates. 

Representative examples of tungsten and molybdenum complexes also include 
oxo complexes. Suitable oxo tungsten complexes include tungstate and tungsten 
oxide complexes. Suitable tungstate complexes include ammonium tungstate, 
calcium tungstate, sodium tungstate dihydrate, and tungstic acid. Suitable tungsten 

30 oxides include tungsten (IV) oxide and tungsten (VI) oxide. Suitable oxo 

molybdenum complexes include molybdate, molybdenum oxide, and molybdenyl 
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complexes. Suitable molybdate complexes include ammonium molybdate and its 
hydrates, sodium molybdate and its hydrates, and potassium molybdate and its 
hydrates. Suitable molybdenum oxides include molybdenum (VI) oxide, molybdenum 
(VI) oxide, and molybdic acid. Suitable molybdenyl complexes include, for example, 
molybdenyl acetylacetonate. Other suitable tungsten and molybdenum complexes 
include hydroxo derivatives derived from, for example, glycerol, tartaric acid, and 
sugars. 

A wide variety of other anti-angiogenic factors may also be utilized within the 
context of the present invention. Representative examples include platelet factor 4; 
protamine sulphate; sulphated chitin derivatives (prepared from queen crab shells), 
(Muraia et al., Cancer Res. 51:22-26, 1991); Sulphated Polysaccharide Peptidoglycan 
Complex (SP- PG) (the function of this compound may be enhanced by the presence 
of steroids such as estrogen, and tamoxifen citrate); Staurosporine; modulators of 
matrix metabolism, including for example, proline analogs, cishydroxyproline, d,L- 
3,4-dehydroprolinc, Thiaprolinc, alpha,alpha-dipyridyl, aminopropionitrile fumarate; 
4-propyl-5-(4-pyridinyl)-2(3H)-oxazolone; Methotrexate; Mitoxantrone; Heparin; 
Interferons; 2 Macroglobulin-serum; ChIMP-3 (Pavloff et al., J. Bio. Chem. 
267:17321-17326, 1992): Chymostatin (Tomkinson et al., Biochem J. 286:475-480, 
1992); Cyclodextrin Tetradecasulfate; Eponemycin; Camptothecin; Fumagillin 
(Ingber et al., Nature 348:555-557, 1990); Gold Sodium Thiomalate ("GST"; 
Matsubara and Ziff, J. Clin. Invest. 79:1440-1446, 1987); anticollagenase-serum; 
alpha2-antiplasmin (Holmes et al., J. Biol. Chem. 262(4): 1659- 1664, 1987); 
Bisantrene (National Cancer Institute); Lobenzarit disodium (N-(2)-carboxyphenyl-4- 
chloroanthronilic acid disodium or "CCA"; Takeuchi et al„ Agents Actions 36:312- 
316, 1992); Thalidomide; Angostatic steroid; AGM-1470; carboxynaminolmidazole; 
and metalloproteinase inhibitors such as BB94. 

Diseases at the Cellular Level 

Diseases associated with increased cell survival or the inhibition of apoptosis 
that could be treated, prevented, and/or diagnosed by the polynucleotides or 
polypeptides and/or antagonists or agonists of the invention, include cancers (such as 
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follicular lymphomas, carcinomas with p53 mutations, and hormone-dependent 
tumors, including, but not limited to colon cancer, cardiac tumors, pancreatic cancer, 
melanoma, retinoblastoma, glioblastoma, lung cancer, intestinal cancer, testicular 
cancer, stomach cancer, neuroblastoma, myxoma, myoma, lymphoma, endothelioma, 
5 osteoblastoma, osteoclastoma, osteosarcoma, chondrosarcoma, adenoma, breast 

cancer, prostate cancer, Kaposi's sarcoma and ovarian cancer); autoimmune diseases, 
disorders, and/or conditions (such as, multiple sclerosis, Sjogren's syndrome, 
Hashimoto's thyroiditis, biliary cirrhosis, Behcet's disease, Crohn's disease, 
polymyositis, systemic lupus erythematosus and immune-related glomerulonephritis 
10 and rheumatoid arthritis) and viral infections (such as herpes viruses, pox viruses and 
. adenoviruses), inflammation, graft v. host disease, acute graft rejection, and chronic 
graft rejection. In preferred embodiments, the polynucleotides or polypeptides, and/or 
agonists or antagonists of the invention arc used to inhibit growth, progression, and/or 
metasis of cancers, in particular those listed above. 

Additional diseases or conditions associated with increased cell survival that 
could be treated, prevented or diagnosed by the polynucleotides or polypeptides, or 
agonists or antagonists of the invention, include, but are not limited to, progression, 
and/or metastases of malignancies and related disorders such as leukemia (including 
acute leukemias (e.g., acute lymphocytic leukemia, acute myelocytic leukemia • 
(including myeloblast^, promyelocyte, myelomonocytic, monocytic, and 
erythroleukcmia)) and chronic leukemias (e.g., chronic myelocytic (granulocytic) 
leukemia and chronic lymphocytic leukemia)), polycythemia vera, lymphomas (e.g., 
Hodgkin's disease and non-Hodgkin's disease), multiple myeloma, Waldenstrom's 
macroglobulinemia, heavy chain disease, and solid tumors including, but not limited 
to, sarcomas and carcinomas such as fibrosarcoma, myxosarcoma, liposarcoma, 
chondrosarcoma, osteogenic sarcoma, chordoma, angiosarcoma, endotheliosarcoma, 
lymphangiosarcoma, lymphangioendotheliosarcoma, synovioma, mesothelioma, 
Ewing's tumor, leiomyosarcoma, rhabdomyosarcoma, colon carcinoma, pancreatic 
cancer, breast cancer, ovarian cancer, prostate cancer, squamous cell carcinoma, basal 
cell carcinoma, adenocarcinoma, sweat gland carcinoma, sebaceous gland carcinoma, 
papillary carcinoma, papillary adenocarcinomas, cystadenocarcinoma, medullary 
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carcinoma, bronchogenic carcinoma, renal cell carcinoma, hepatoma, bile duct 
carcinoma, choriocarcinoma, seminoma, embryonal carcinoma, Wilm's tumor, 
cervical cancer, testicular tumor, lung carcinoma, small cell lung carcinoma, bladder 
carcinoma, epithelial carcinoma, glioma, astrocytoma, medulloblastoma, 
5 craniopharyngioma, ependymoma, pinealoma, hemangioblastoma, acoustic neuroma, 
oligodendroglioma, menangioma, melanoma, neuroblastoma, and retinoblastoma. 

Diseases associated with increased apoptosis that could be treated, prevented, 
and/or diagnosed by the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, include AIDS; neurodegenerative diseases, disorders, 

10 and/or conditions (such as Alzheimer's disease, Parkinson's disease, Amyotrophic 
lateral sclerosis, Retinitis pigmentosa, Cerebellar degeneration and brain tumor or 
prior associated disease); autoimmune diseases, disorders, and/or conditions (such as, 
multiple sclerosis, Sjogren's syndrome, Hashimoto's thyroiditis, biliary cirrhosis, 
Behcet's disease, Crohn's disease, polymyositis, systemic lupus erythematosus and 

15 immune-related glomerulonephritis and rheumatoid arthritis) myelodysplastic 

syndromes (such as aplastic anemia), graft v. host disease, ischemic injury (such as 
that caused by myocardial infarction, stroke and reperfusion injury), liver injury (e.g., 
hepatitis related liver injury, ischemia/reperfusion injury, cholestosis (bile duct injury) 
and liver cancer); toxin-induced liver disease (such as that caused by alcohol), septic 

20 shock, cachexia and anorexia. 

Wound Healing and Epith elial Cell Proliferation 

In accordance with yet a further aspect of the present invention, there is 
provided a process for utilizing the polynucleotides or polypeptides, and/or agonists 

25 or antagonists of the invention, for therapeutic purposes, for example, to stimulate 
epithelial cell proliferation and basal keratinocytes for the purpose of wound healing, 
and to stimulate hair follicle production and healing of dermal wounds. 
Polynucleotides or polypeptides, as well as agonists or antagonists of the invention, 
may be clinically useful in stimulating wound healing including surgical wounds, 

30 excisional wounds, deep wounds involving damage of the dermis and epidermis, eye 
tissue wounds, dental tissue wounds, oral cavity wounds, diabetic ulcers, dermal 
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ulcers, cubitus ulcers, arterial ulcers, venous stasis ulcers, burns resulting from heat 
exposure or chemicals, and other abnormal wound healing conditions such as uremia, 
malnutrition, vitamin deficiencies and complications associted with systemic 
treatment with steroids, radiation therapy and antineoplastic drugs and 
5 antimetabolites. Polynucleotides or polypeptides, and/or agonists or antagonists of 
the invention, could be used to promote dermal reestablishmcnt subsequent to dermal 
loss 

The polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could be used to increase the adherence of skin grafts to a wound bed and 
10 to stimulate re-epithelialization from the wound bed. The following are a non- 
exhaustive list of grafts that polynucleotides or polypeptides, agonists or antagonists 
of the invention, could be used to increase adherence to a wound bed: autografts, 
artificial skin, allografts, autodermic graft, autoepdermic grafts, avacular grafts, Blair- 
Brown grafts, bone graft, brephoplastic grafts, cutis graft, delayed graft, dermic graft, 
15 epidermic graft, fascia graft, full thickness graft, heterologous graft, xenograft, 

homologous graft, hyperplastic graft, lamellar graft, mesh graft, mucosal graft, Ollier- 
Thiersch graft, omenpal graft, patch graft, pedicle graft, penetrating graft, split skin 
graft, thick split graft The polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, can be used to promote skin strength and to improve the 
appearance of aged skin. 

It is believed that the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, will also produce changes in hepatocyte proliferation, 
and epithelial cell proliferation in the lung, breast, pancreas, stomach, small intesting, 
and large intestine. The polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, could promote proliferation of epithelial cells such as 
sebocytes, hair follicles, hepatocytes, type II pneumocytes, mucin-producing goblet 
cells, and other epithelial cells and their progenitors contained within the skin, lung, 
liver, and gastrointestinal tract. The polynucleotides or polypeptides, and/or agonists 
or antagonists of the invention, may promote proliferation of endothelial cells, 
keratinocytes, and basal keratinocytes. 
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The polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could also be used to reduce the side effects of gut toxicity that result from 
radiation, chemotherapy treatments or viral infections. The polynucleotides or 
polypeptides, and/or agonists or antagonists of the invention, may have a 
cytoprotective effect on the small intestine mucosa. The polynucleotides or 
polypeptides, and/or agonists or antagonists of the invention, may also stimulate 
healing of mucositis (mouth ulcers) that result from chemotherapy and viral 
infections. 

The polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could further be used in full regeneration of skin in full and partial 
thickness skin defects, including burns, (i.e., repopulation of hair follicles, sweat 
glands, and sebaceous glands), treatment of other skin defects such as psoriasis. The 
polynucleotides or polypeptides, and/or agonists or antagonists of the invention, could 
be used to treat epidermolysis bullosa, a defect in adherence of the epidermis to the 
underlying dermis which results in frequent, open and painful blisters by accelerating 
reepithelialization of these lesions. The polynucleotides or polypeptides, and/or 
agonists or antagonists of the invention, could also be used to treat gastric and 
doudenal ulcers and help heal by scar formation of the mucosal lining and 
regeneration of glandular mucosa and duodenal mucosal lining more rapidly. 
Inflamamatory bowel diseases, such as Crohn's disease and ulcerative colitis, are 
diseases which result in destruction of the mucosal surface of the small or large 
intestine, respectively. Thus, the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, could be used to promote the resurfacing of the mucosal 
surface to aid more rapid healing and to prevent progression of inflammatory bowel 
disease. Treatment with the polynucleotides or polypeptides, and/or agonists or 
antagonists of the invention, is expected to have a significant effect on the production 
of mucus throughout the gastrointestinal tract and could be used to protect the 
intestinal mucosa from injurious substances that arc ingested or following surgery. 
The polynucleotides or polypeptides, and/or agonists or antagonists of the invention, 
could be used to treat diseases associate with the under expression of the 
polynucleotides of the invention. 
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Moreover, the polynucleotides or polypeptides, and/or agonists or antagonists of 
the invention, could be used to prevent and heal damage to the lungs due to various 
pathological states. A growth factor such as the polynucleotides or polypeptides, 
and/or agonists or antagonists of the invention, which could stimulate proliferation 
5 and differentiation and promote the repair of alveoli and brochiolar epithelium to 
prevent or treat acute or chronic lung damage. For example, emphysema, which 
results in the progressive loss of aveoli, and inhalation injuries, i.e., resulting from 
smoke inhalation and burns, that cause necrosis of the bronchiolar epithelium and 
alveoli could be effectively treated, prevented, and/or diagnosed using the 

10 polynucleotides or polypeptides, and/or agonists or antagonists of the invention. 
Also, the polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could be used to stimulate the proliferation of and differentiation of type II 
pneumocytes, which may help treat or prevent disease such as hyaline membrane 
diseases, such as infant respiratory distress syndrome and bronchopulmonary 

15 displasia, in premature infants. 

The polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could stimulate the proliferation and differentiation of hepatocytes and, 
thus, could be used to alleviate or treat liver diseases and pathologies such as 
fulminant liver failure caused by cirrhosis, liver damage caused by viral hepatitis and 

20 toxic substances (i.e. ? acetaminophen, carbon tetraholoride and other hepatotoxins 
known in the art). 

In addition, the polynucleotides or polypeptides, and/or agonists or antagonists 
of the invention, could be used treat or prevent the onset of diabetes mellitus. In 
patients with newly diagnosed Types I and II diabetes, where some islet cell function 
25 remains, the polynucleotides or polypeptides, and/or agonists or antagonists of the 
invention, could be used to maintain the islet function so as to alleviate, delay or 
prevent permanent manifestation of the disease. Also, the polynucleotides or 
polypeptides, and/or agonists or antagonists of the invention, could be used as an 
auxiliary in islet cell transplantation to improve or promote islet cell function. 

30 
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Neurological Dishes 

Nervous system diseases, disorders, and/or conditions, which can he treated, 
prevented, and/or diagnosed with the compositions of the invention (e.g., 
polypeptides, polynucleotides, and/or agonists or antagonists), include, but are not 
5 limited to, nervous system injuries, and diseases, disorders, and/or conditions which 
result in either a disconnection of axons, a diminution or degeneration of neurons, or 
demyelination. Nervous system lesions which may be treated, prevented, and/or 
diagnosed in a patient (including human and non-human mammalian patients) 
according to the invention, include but are not limited to, the following lesions of 

10 either the central (including spinal cord, brain) or peripheral nervous systems: (1) 

ischemic lesions, in which a lack of oxygen in a portion of the nervous system results 
in neuronal injury or death, including cerebral infarction or ischemia, or spinal cord 
infarction or ischemia; (2) traumatic lesions, including lesions caused by physical 
injury or associated with surgery, for example, lesions which sever a portion of the 

15 nervous system, or compression injuries; (3) malignant lesions, in which a portion of 
the nervous system is destroyed or injured by malignant tissue which is either a 
nervous system associated malignancy or a malignancy derived from non-nervous 
system tissue; (4) infectious lesions, in which a portion of the nervous system is 
destroyed or injured as a result of infection, for example, by an abscess or associated 

20 with infection by human immunodeficiency virus, herpes zoster, or herpes simplex 
virus or with Lyme disease, tuberculosis, syphilis; (5) degenerative lesions, in which 
a portion of the nervous system is destroyed or injured as a result of a degenerative 
process including but not limited to degeneration associated with Parkinson's disease. 
Alzheimer's disease, Huntington's chorea, or amyotrophic lateral sclerosis (ALS); (6) 

25 lesions associated with nutritional diseases, disorders, and/or conditions, in which a 
portion of the nervous system is destroyed or injured by a nutritional disorder or 
disorder of metabolism including but not limited to, vitamin B 12 deficiency, folic 
acid deficiency, Wernicke disease, tobacco-alcohol amblyopia, Marchiafava-Bignami 
disease (primary degeneration of the corpus callosum), and alcoholic cerebellar 

30 degeneration; (7) neurological lesions associated with systemic diseases including, 
but not limited to, diabetes (diabetic neuropathy. Bell's palsy), systemic lupus 
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erythematosus, carcinoma, or sarcoidosis; (8) lesions caused by toxic substances 
including alcohol, lead, or particular neurotoxins; and (9) demyelinated lesions in 
which a portion of the nervous system is destroyed or injured by a demyelinating 
disease including, but not limited to, multiple sclerosis, human immunodeficiency 
virus-associated myelopathy, transverse myelopathy or various etiologies, progressive 
multifocal leukoencephalopathy, and central pontine myelinolysis. 

In a preferred embodiment, the polypeptides, polynucleotides, or agonists or 
antagonists of the invention are used to protect neural cells from the damaging effects 
of cerebral hypoxia. According to this embodiment, the compositions of the 
invention are used to treat, prevent, and/or diagnose neural cell injury associated with 
cerebral hypoxia. In one aspect of this embodiment, the polypeptides, 
polynucleotides, or agonists or antagonists of the invention are used to treat, prevent, 
and/or diagnose neural cell injury associated with cerebral ischemia. In another 
aspect of this embodiment, the polypeptides, polynucleotides, or agonists or 
antagonists of the invention are used to treat, prevent, and/or diagnose neural cell 
injury associated with cerebral infarction. In another aspect of this embodiment, the 
polypeptides, polynucleotides, or-agonists or antagonists of the invention are used to 
treat, prevent, and/or diagnose or prevent neural cell injury associated with a stroke. 
In a further aspect of this embodiment, the polypeptides, polynucleotides, or agonists 
or antagonists of the invention are used to treat, prevent, and/or diagnose neural cell 
injury associated with a heart attack. 

The compositions of the invention which are useful for treating or preventing 
a nervous system disorder may be selected by testing for biological activity in 
promoting the survival or differentiation of neurons. For example, and not by way of 
limitation, compositions of the invention which elicit any of the following effects may 
be useful according to the invention: (1) increased survival time of neurons in culture; 
(2) increased sprouting of neurons in culture or in vivo; (3) increased production of a 
neuron-associated molecule in culture or in vivo, e.g., choline acetyltransferase or 
acetylcholinesterase with respect to motor neurons; or (4) decreased symptoms of 
neuron dysfunction in vivo. Such effects may be measured by any method known in 
the art. In preferred, non-limiting embodiments, increased survival of neurons may 
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routinely be measured using a method set forth herein or otherwise known in the art, 
such as, for example, the method set forth in Arakawa et al. (J. Neurosci. 
10:3507-3515 (1990)); increased sprouting of neurons may be detected by methods 
known in the art, such as, for example, the methods set forth in Pestronk et al. (Exp. 
5 Neurol. 70:65-82 (1980)) or Brown et al. (Ann. Rev. Neurosci. 4:17-42 (1981)); 
increased production of neuron-associated molecules may be measured by bioassay, 
enzymatic assay, antibody binding, Northern blot assay, etc., using techniques known 
in the art and depending on the molecule to be measured; and motor neuron 
dysfunction may be measured by assessing the physical manifestation of motor 
neuron disorder, e.g., weakness, motor neuron conduction velocity, or functional 
disability. 

In specific embodiments, motor neuron diseases, disorders, and/or conditions 
that may be treated, prevented, and/or diagnosed according to the invention include, 
but are not limited to, diseases, disorders, and/or conditions such as infarction, 
infection, exposure to toxin, trauma, surgical damage, degenerative disease or 
malignancy that may affect motor neurons as well as other components of the nervous 
system, as well as diseases, disorders, and/or conditions that selectively affect neurons 
such as amyotrophic lateral sclerosis, and including, but not limited to, progressive 
spinal muscular atrophy, progressive bulbar palsy, primary lateral sclerosis, infantile 
and juvenile muscular atrophy, progressive bulbar paralysis of childhood (Fazio- 
Londe syndrome), poliomyelitis and the post polio syndrome, and Hereditary 
Motorsensory Neuropathy (Charcot-Marie-Tooth Disease). 

Infectious DispasP 

A polypeptide or polynucleotide and/or agonist or antagonist of the present 
invention can be used to treat, prevent, and/or diagnose infectious agents. For 
example, by increasing the immune response, particularly increasing the proliferation 
and differentiation of B and/or T cells, infectious diseases may betreated, prevented, 
and/or diagnosed. The immune response may be increased by either enhancing an 
existing immune response, or by initiating a new immune response. Alternatively, 
polypeptide or polynucleotide and/or agonist or antagonist of the present invention 
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may also directly inhibit the infectious agent, without necessarily eliciting an immune 
response. 

Viruses arc one example of an infectious agent that can cause disease or 
symptoms that can be treated, prevented, and/or diagnosed by a polynucleotide or 
5 polypeptide and/or agonist or antagonist of the present invention. Examples of 
viruses, include, but are not limited to Examples of viruses, include, but are not 
limited to the following DNA and RNA viruses and viral families: Arbovirus, 
Adenoviridae, Arenaviridae, Arterivirus, Birnaviridae, Bunyaviridae, Caliciviridae, 
Circoviridae, Coronaviridae, Dengue, EBV, HIV, Flaviviridae, Hepadnaviridae 
10 (Hepatitis), Herpesviridae (such as, Cytomegalovirus, Herpes Simplex, Herpes 
Zoster), Mononegavirus (e.g., Paramyxoviridae, Morbillivirus, Rhabdoviridae), 
Orthomyxoviridae (e.g., Influenza A, Influenza B, and parainfluenza), Papiloma 
virus, Papovaviridae, Parvoviridae, Picornaviridae, Poxviridae (such as Smallpox or 
Vaccinia), Reoviridae (e.g., Rotavirus), Rctroviridae (HTLV-I, HTLV-II, Lentivirus), 
15 and Togaviridac (e.g., Rubivirus). Viruses falling within these families can cause a 
variety of diseases or symptoms, including, but not limited to: arthritis, bronchiollitis, 
respiratory syncytial virus, encephalitis, eye infections (e.g., conjunctivitis, keratitis), 
chronic fatigue syndrome, hepatitis (A, B, C, E, Chronic Active, Delta), Japanese B 
encephalitis, Junin, Chikungunya, Rift Valley fever, yellow fever, meningitis, 
10 opportunistic infections (e.g., AIDS), pneumonia, Burkitt's Lymphoma, chickenpox, 
hemorrhagic fever, Measles, Mumps, Parainfluenza, Rabies, the common cold, Polio, 
leukemia. Rubella, sexually transmitted diseases, skin diseases (e.g., Kaposi's, warts), 
and viremia. polynucleotides or polypeptides, or agonists or antagonists of the 
invention, can be used to treat, prevent, and/or diagnose any of these symptoms or 
5 diseases. In specific embodiments, polynucleotides, polypeptides, or agonists or 
antagonists of the invention are used to treat, prevent, and/or diagnose: meningitis, 
Dengue, EBV, and/or hepatitis (e.g., hepatitis B). In an additional specific 
embodiment polynucleotides, polypeptides, or agonists or antagonists of the invention 
are used to treat patients nonresponsive to one or more other commercially available 
0 hepatitis vaccines. In a further specific embodiment polynucleotides, polypeptides, or 
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agonists or antagonists of the invention are used to treat, prevent, and/or diagnose 
AIDS. 

Similarly, bacterial or fungal agents that can cause disease or symptoms and 
that can be treated, prevented, and/or diagnosed by a polynucleotide or polypeptide 
5 and/or agonist or antagonist of the present invention include, but not limited to, 

include, but not limited to, the following Gram-Negative and Gram-positive bacteria 
and bacterial families and fungi: Actinomycetales (e.g., Corynebacterium, 
Mycobacterium, Norcardia), Cryptococcus neoformans, Aspergillosis, Bacillaceae 
(e.g., Anthrax, Clostridium), Bacteroidaceae, Blastomycosis, Bordetella, Borrelia 

10 (e.g., Borrelia burgdorferi), Brucellosis, Candidiasis, Campylobacter, 

Coccidioidomycosis, Cryptococcosis, Dermatocycoses, E. coli (e.g., Enterotoxigenic 
E. coli and Enterohemorrhagic E. coli), Enterobacteriaceae (Klebsiella, Salmonella 
(e.g., Salmonella typhi, and Salmonella paratyphi), Serratia, Yersinia), Erysipelothrix, 
Helicobacter, Legionellosis, Leptospirosis, Listeria, Mycoplasmatales, 

15 Mycobacterium leprae, Vibrio cholerae, Neisseriaceae (e.g., Acinetobacter, 

Gonorrhea, Menigococcal), Meisseria meningitidis, Pasteurellacea Infections (e.g., 
Actinobacillus, Heamophilus (e.g., Heamophilus influenza type B), Pasteurella), 
Pseudomonas, Rickettsiaceae, Chlamydiaceae, Syphilis, Shigella spp., 
Staphylococcal, Meningiococcal, Pneumococcal and Streptococcal (e.g., 

20 Streptococcus pneumoniae and Group B Streptococcus). These bacterial or fungal 
families can cause the following diseases or symptoms, including, but not limited to: 
bacteremia, endocarditis, eye infections (conjunctivitis, tuberculosis, uveitis), 
gingivitis, opportunistic infections (e.g., AIDS related infections), paronychia, 
prosthesis-related infections, Reiter's Disease, respirator)' tract infections, such as 

25 Whooping Cough or Empyema, sepsis, Lyme Disease, Cat-Scratch Disease, 

Dysentery, Paratyphoid Fever, food poisoning. Typhoid, pneumonia, Gonorrhea, 
meningitis (e.g., mengitis types A and B), Chlamydia, Syphilis, Diphtheria, Leprosy, 
Paratuberculosis, Tuberculosis, Lupus, Botulism, gangrene, tetanus, impetigo, 
Rheumatic Fever, Scarlet Fever, sexually transmitted diseases, skin diseases (e.g., 

30 cellulitis, dermatocycoses), toxemia, urinary tract infections, wound infections. 

Polynucleotides or polypeptides, agonists or antagonists of the invention, can be used 
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to treat, prevent, and/or diagnose any of these symptoms or diseases. In specific 
embodiments, polynucleotides, polypeptides, agonists or antagonists of the invention 
are used to treat, prevent, and/or diagnose: tetanus, Dipthcria, botulism, and/or 
meningitis type B. 

Moreover, parasitic agents causing disease or symptoms that can be treated, 
prevented, and/or diagnosed by a polynucleotide or polypeptide and/or agonist or 
antagonist of the present invention include, but not limited to, the following families 
or class: Amebiasis, Babesiosis, Coccidiosis, Cryptosporidiosis, Dientamoebiasis, 
Dourine, Ectoparasitic, Giardiasis, Helminthiasis, Leishmaniasis, Thcileriasis, 
Toxoplasmosis, Trypanosomiasis, and Trichomonas and Sporozoans (e.g., 
Plasmodium virax, Plasmodium falciparum, Plasmodium malariae and Plasmodium 
ovale). These parasites can cause a variety of diseases or symptoms, including, but 
not limited to: Scabies, Trombiculiasis, eye infections, intestinal disease (e.g., 
dysentery, giardiasis), liver disease, lung disease, opportunistic infections (e.g., AIDS 
related), malaria, pregnancy complications, and toxoplasmosis, polynucleotides or 
polypeptides, or agonists or antagonists of the invention, can be usedtotreat, prevent, 
and/or diagnose any of these symptoms or diseases. In specific embodiments, 
polynucleotides, polypeptides, or agonists or antagonists of the invention are used to 
treat, prevent, and/or diagnose malaria. 

Preferably, treatment or prevention using a polypeptide or polynucleotide 
and/or agonist or antagonist of the present invention could either be by administering 
an effective amount of a polypeptide to the patient, or by removing cells from the 
patient, supplying the cells with a polynucleotide of the present invention, and 
returning the engineered cells to the patient (ex vivo therapy). Moreover, the 
polypeptide or polynucleotide of the present invention can be used as an antigen in a 
vaccine to raise an immune response against infectious disease. 

Regeneration 

A polynucleotide or polypeptide and/or agonist or antagonist of the present 
invention can be used to differentiate, proliferate, and attract cells, leading to the 
regeneration of tissues. (See, Science 276:59-87 (1997).) The regeneration of tissues 
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could be used to repair, replace, or protect tissue damaged by congenital defects, 
trauma (wounds, burns, incisions, or ulcers), age, disease (e.g. osteoporosis, 
osteocarthritis, periodontal disease, liver failure), surgery, including cosmetic plastic 
surgery, fibrosis, repcrfusion injury, or systemic cytokine damage. 

Tissues that could be regenerated using the present invention include organs 
(e.g., pancreas, liver, intestine, kidney, skin, endothelium), muscle (smooth, skeletal 
or cardiac), vasculature (including vascular and lymphatics), nervous, hematopoietic, 
and skeletal (bone, cartilage, tendon, and ligament) tissue. Preferably, regeneration 
occurs without or decreased scarring. Regeneration also may include angiogenesis. 

Moreover, a polynucleotide or polypeptide and/or agonist or antagonist of the 
present invention may increase regeneration of tissues difficult to heal. For example, 
increased tendon/ligament regeneration would quicken recovery time after damage. 
A polynucleotide or polypeptide and/or agonist or antagonist of the present invention 
could also be used prophylactically in an effort to avoid damage. Specific diseases 
that could be treated, prevented, and/or diagnosed include of tendinitis, carpal tunnel 
syndrome, and other tendon or ligament defects. A further example of tissue 
regeneration of non-healing wounds includes pressure ulcers, ulcers associated with 
vascular insufficiency, surgical, and traumatic wounds. 

Similarly, nerve and brain tissue could also be regenerated by using a 
polynucleotide or polypeptide and/or agonist or antagonist of the present invention to 
proliferate and differentiate nerve cells. Diseases that could be treated, prevented, 
and/or diagnosed using this method include central and peripheral nervous system 
diseases, neuropathies, or mechanical and traumatic diseases, disorders, and/or 
conditions (e.g., spinal cord disorders, head trauma, cerebrovascular disease, and 
stoke). Specifically, diseases associated with peripheral nerve injuries, peripheral 
neuropathy (e.g., resulting from chemotherapy or other medical therapies), localized 
neuropathies, and central nervous system diseases (e.g., Alzheimer's disease, 
Parkinson's disease, Huntington's disease, amyotrophic lateral sclerosis, and Shy- 
Drager syndrome), could all be treated, prevented, and/or diagnosed using the 
polynucleotide or polypeptide and/or agonist or antagonist of the present invention. 
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Chemotaxis 

A polynucleotide or polypeptide and/or agonist or antagonist of the present 
invention may have chemotaxis activity. A chemotaxic molecule attracts or mobilizes 
cells (e.g., monocytes, fibroblasts, neutrophils, T-cells, mast cells, eosinophils, 
5 epithelial and/or endothelial cells) to a particular site in the body, such as 

inflammation, infection, or site of hyperproliferation. The mobilized cells can then 
fight off and/or heal the particular trauma or abnormality. 

A polynucleotide or polypeptide and/or agonist or antagonist of the present 
invention may increase chemotaxic activity of particular cells. These chemotactic 

10 molecules can then be used to treat, prevent, and/or diagnose inflammation, infection, 
hyperproliferative diseases, disorders, and/or conditions, or any immune system 
disorder by increasing the number of cells targeted to a particular location in the body. 
For example, chemotaxic molecules can be used to treat, prevent, and/or diagnose 
wounds and other trauma to tissues by attracting immune cells to the injured location. 

15 Chemotactic molecules of the present invention can also attract fibroblasts, which can 
be used to treat, prevent, and/or diagnose wounds. 

It is also contemplated that a polynucleotide or polypeptide and/or agonist or 
antagonist of the present invention may inhibit chemotactic activity. These molecules 
could also be used totreat, prevent, and/or diagnose diseases, disorders, and/or 

20 conditions. Thus, a polynucleotide or polypeptide and/or agonist or antagonist of the 
present invention could be used as an inhibitor of chemotaxis. 

Binding Activity 

25 A polypeptide of the present invention may be used to screen for molecules 

that bind to the polypeptide or for molecules to which the polypeptide binds. The 
binding of the polypeptide and the molecule may activate (agonist), increase, inhibit 
(antagonist), or decrease activity of the polypeptide or the molecule bound. Examples 
of such molecules include antibodies, oligonucleotides, proteins (e.g., receptors),or 

30 small molecules. 
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Preferably, the molecule is closely related to the natural ligand of the 
polypeptide, e.g., a fragment of the ligand, or a natural substrate, a ligand, a structural 
or functional mimetic. (See, Coligan et al., Current Protocols in Immunology 
l(2):Chapter 5 (1991).) Similarly, the molecule can be closely related to the natural 
5 receptor to which the polypeptide binds, or at least, a fragment of the receptor capable 
of being bound by the polypeptide (e.g., active site). In cither case, the molecule can 
be rationally designed using known techniques. 

Preferably, the screening for these molecules involves producing appropriate 
cells which express the polypeptide, either as a secreted protein or on the cell 

10 membrane. Preferred cells include cells from mammals, yeast, Drosophila, or E. coli. 
Cells expressing the polypeptide (or cell membrane containing the expressed 
polypeptide) are then preferably contacted with a test compound potentially 
containing the molecule to observe binding, stimulation, or inhibition of activity of 
either the polypeptide or the molecule. 

15 The assay may simply test binding of a candidate compound to the 

polypeptide, wherein binding is detected by a label, or in an assay involving 
competition with a labeled competitor. Further, the assay may test whether the 
candidate compound results in a signal generated by binding to the polypeptide. 
Alternatively, the assay can be carried out using cell-free preparations, 

20 polypeptide/molecule affixed to a solid support, chemical libraries, or natural product 
mixtures. The assay may also simply comprise the steps of mixing a candidate 
compound with a solution containing a polypeptide, measuring polypeptide/molecule 
activity or binding, and comparing the polypeptide/molecule activity or binding to a 
standard. 

25 Preferably, an EL1SA assay can measure polypeptide level or activity in a 

sample (e.g., biological sample) using a monoclonal or polyclonal antibody. The 
antibody can measure polypeptide level or activity by either binding, directly or 
indirectly, to the polypeptide or by competing with the polypeptide for a substrate. 

Additionally, the receptor to which a polypeptide of the invention binds can be 

30 identified by numerous methods known to those of skill in the art, for example, ligand 
panning and FACS sorting (Coligan, et al., Current Protocols in lmmun., 1(2), 
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Chapter 5, (1991)). For example, expression cloning is employed wherein 
polyadenylated RNA is prepared from a cell responsive to the polypeptides, for 
example, NIH3T3 cells which are known to contain multiple receptors for the FGF 
family proteins, and SC-3 cells, and a cDNA library created from this RNA is divided 
5 into pools and used to transfect COS cells or other cells that are not responsive to the 
polypeptides. Transfected cells which are grown on glass slides are exposed to the 
polypeptide of the present invention, after they have been labelled. The polypeptides 
can be labeled by a variety of means including iodination or inclusion of a recognition 
site for a site-specific protein kinase. 

10 Following fixation and incubation, the slides are subjected to auto- 

radiographic analysis. Positive pools are identified and sub-pools are prepared and re- 
transfected using an iterative sub-pooling and re-screening process, eventually 
yielding a single clones that encodes the putative receptor. 

As an alternative approach for receptor identification, the labeled polypeptides 

15 can be photoaffinity linked with cell membrane or extract preparations that express 
the receptor molecule. Cross-linked material is resolved by PAGE analysis and 
exposed to X-ray film. The labeled complex containing the receptors of the 
polypeptides can be excised, resolved into peptide fragments, and subjected to protein 
microsequencing. The amino acid sequence obtained from microsequencing would 

20 be used to design a set of degenerate oligonucleotide probes to screen a cDNA library 
to identify the genes encoding the putative receptors. 

Moreover, the techniques of gene-shuffling, motif-shuffling, exon-shuffling, 
and/or codon-shuf fling (collectively referred to as "DNA shuffling") may be 
employed to modulate the activities of polypeptides of the invention thereby 

25 effectively generating agonists and antagonists of polypeptides of the invention. See 
generally, U.S. Patent Nos. 5,605,793, 5,81 1,238, 5,830,721, 5,834,252, and 
5,837,458, and Patten, P. A., et al., Cunr. Opinion Biotechnol. 8:724-33 (1997); 
Harayama, S. Trends Biotechnol. 16(2):76-82 (1998); Hansson, L. O., et al., J. Mol. 
Biol. 287:265-76 (1999); and Lorenzo, M. M and Blasco, R. Biotechniques 

30 24(2):308- 13(1 998) (each of these patents and publications are hereby incorporated 
by reference). In one embodiment, alteration of polynucleotides and corresponding 
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polypeptides of the invention may be achieved by DNA shuffling- DNA shuffling 
involves the assembly of two or more DNA segments into a desired polynucleotide 
sequence of the invention molecule by homologous, or site-specific, recombination. 
In another embodiment, polynucleotides and corresponding polypeptides of the 
5 invention may be alterred by being subjected to random mutagenesis by error-prone 
PCR, random nucleotide insertion or other methods prior to recombination. In 
another embodiment, one or more components, motifs, sections, parts, domains, 
fragments, etc., of the polypeptides of the invention may be recombined with one or 
more components, motifs, sections, parts, domains, fragments, etc. of one or more 

10 heterologous molecules. In preferred embodiments, the heterologous molecules are 
family members. In further preferred embodiments, the heterologous molecule is a 
growth factor such as, for example, platelet-derived growth factor (PDGF), 
insulin-like growth factor (IGF-I), transforming growth factor (TGF)-alpha, epidermal 
growth factor (EGF), fibroblast growth factor (FGF), TGF-beta, bone morphogenetic 

15 protein (BMP)-2, BMP-4, BMP-5, BMP-6, BMP-7, activins A and B, 

decapentaplegic(dpp), 60A, OP-2, dorsalin, growth differentiation factors (GDFs), 
nodal, MIS, inhibin-alpha, TGF-beta 1, TGF-beta2, TGF-beta3, TGF-bcta5, and glial- 
derived neurotrophic factor (GDNF). 

Other preferred fragments are biologically active fragments of the 

20 polypeptides of the invention. Biologically active fragments are those exhibiting 
activity similar, but not necessarily identical, to an activity of the polypeptide. The 
biological activity of the fragments may include an improved desired activity, or a 
decreased undesirable activity. 

Additionally, this invention provides a method of screening compounds to 

25 identify those which modulate the action of the polypeptide of the present invention. 
An example of such an assay comprises combining a mammalian fibroblast cell, a the 
polypeptide of the present invention, the compound to be screened and 3[H] 
thymidine under cell culture conditions where the fibroblast cell would normally 
proliferate. A control assay may be performed in the absence of the compound to be 

30 screened and compared to the amount of fibroblast proliferation in the presence of the 
compound to determine if the compound stimulates proliferation by determining the 
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uptake of 3[H] thymidine in each case. The amount of fibroblast cell proliferation is 
measured by liquid scintillation chromatography which measures the incorporation of 
3[H] thymidine. Beth agonist and antagonist compounds may be identified by this 
procedure. 

In another method, a mammalian cell or membrane preparation expressing a 
receptor for a polypeptide of the present invention is incubated with a labeled 
polypeptide of the present invention in the presence of the compound. The ability of 
the compound to enhance or block this interaction could then be measured. 
Alternatively, the response of a known second messenger system following 
interaction of a compound to be screened and the receptor is measured and the ability 
of the compound to bind to the receptor and elicit a second messenger response is 
measured to determine if the compound is a potential agonist or antagonist. Such 
second messenger systems include but are not limited to, cAMP guanylate cyclase, 
ion channels or phosphoinositide hydrolysis. 

All of these above assays can be used as diagnostic or prognostic markers. 
The molecules discovered using these assays can be used to treat, prevent, and/or 
diagnose disease or to bring about a particular result in a patient (e.g., blood vessel 
growth) by activating or inhibiting the polypeptidc/molecule. Moreover, the assays 
can discover agents which may inhibit or enhance the production of the polypeptides 
of the invention from suitably manipulated cells or tissues. Therefore, the invention 
includes a method of identifying compounds which bind to the polypeptides of the 
invention comprising the steps of: (a) incubating a candidate binding compound with 
the polypeptide; and (b) determining if binding has occurred. Moreover, the 
invention includes a method of identifying agonists/antagonists comprising the steps 
of: (a) incubating a candidate compound with the polypeptide, (b) assaying a 
biological activity , and (b) determining if a biological activity of the polypeptide has 
been altered. 

Also, one could identify molecules bind a polypeptide of the invention 
experimentally by using the beta-pleated sheet regions contained in the polypeptide 
sequence of the protein. Accordingly, specific embodiments of the invention are 
directed to polynucleotides encoding polypeptides which comprise, or alternatively 
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consist of, the amino acid sequence of each beta pleated sheet regions in a disclosed 
polypeptide sequence. Additional embodiments of the invention are directed to 
polynucleotides encoding polypeptides which comprise, or alternatively consist of, 
any combination or all of contained in the polypeptide sequences of the invention. 
5 Additional preferred embodiments of the invention are directed to polypeptides which 
comprise, or alternatively consist of, the amino acid sequence of each of the beta 
pleated sheet regions in one of the polypeptide sequences of the invention. Additional 
embodiments of the invention are directed to polypeptides which comprise, or 
alternatively consist of, any combination or all of the beta pleated sheet regions in one 
10 of the polypeptide sequences of the invention. 

Targeted Delivery 

In another embodiment, the invention provides a method of delivering 
compositions to targeted cells expressing a receptor for a polypeptide of the invention, 

15 or cells expressing a cell bound form of a polypeptide of the invention. 

As discussed herein, polypeptides or antibodies of the invention may be 
associated with heterologous polypeptides, heterologous nucleic acids, toxins, or 
prodrugs via hydrophobic, hydrophilic, ionic and/or covalent interactions. In one 
embodiment, the invention provides a method for the specific delivery of 

20 compositions of the invention to cells by administering polypeptides of the invention 
(including antibodies) that are associated with heterologous polypeptides or nucleic 
acids. In one example, the invention provides a method for delivering a therapeutic 
protein into the targeted cell. In another example, the invention provides a method for 
delivering a single stranded nucleic acid (e.g., antisense or ribozymes) or double 

25 stranded nucleic acid (e.g., DNA that can integrate into the cell's genome or replicate 
episomally and that can be transcribed) into the targeted cell. 

In another embodiment, the invention provides a method for the specific 
destruction of cells (e.g., the destruction of tumor cells) by administering polypeptides 
of the invention (e.g., polypeptides of the invention or antibodies of the invention) in 

30 association with toxins or cytotoxic prodrugs. 
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By "toxin" is meant compounds that bind and activate endogenous cytotoxic 
effector systems, radioisotopes, holotoxins, modified toxins, catalytic subunils of 
toxins, or any molecules or enzymes not normally present in or on the surface of a cell 
that under defined conditions cause the cell's death. Toxins that may be used 
according to the methods of the invention include, but are not limited to, radioisotopes 
known in the art, compounds such as, for example, antibodies (or complement fixing 
containing portions thereof) that bind an inherent or induced endogenous cytotoxic 
effector system, thymidine kinase, endonuclease, RNAse, alpha toxin, ricin, abrin, 
Pseudomonas exotoxin A, diphtheria toxin, saporin, momordin, gelonin, pokeweed 
antiviral protein, alpha-sarcin and cholera toxin. By "cytotoxic prodrug" is meant a 
non-toxic compound that is converted by an enzyme, normally present in the cell, into 
a cytotoxic compound. Cytotoxic prodrugs that may be used according to the 
methods of the invention include, but are not limited to, glutamyl derivatives of 
benzoic acid mustard alkylating agent, phosphate derivatives of etoposide or 
mitomycin C, cytosine arabinosidc, daunorubisin, and phenoxyacetamide derivatives 
of doxorubicin. 

Drug Screening 

Further contemplated is the use of the polypeptides of the present invention, or 
the polynucleotides encoding these polypeptides, to screen for molecules which 
modify the activities of the polypeptides of the present invention. Such a method 
would include contacting the polypeptide of the present invention with a selected 
compound(s) suspected of having antagonist or agonist activity, and assaying the 
activity of these polypeptides following binding. 

This invention is particularly useful for screening therapeutic compounds by 
using the polypeptides of the present invention, or binding fragments thereof, in any 
of a variety of drug screening techniques. The polypeptide or fragment employed in 
such a test may be affixed to a solid support, expressed on a cell surface, free in 
solution, or located intracellularly. One method of drug screening utilizes eukaryotic 
or prokaryotic host cells which are stably transformed with recombinant nucleic acids 
expressing the polypeptide or fragment. Drugs are screened against such transformed 
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cells in competitive binding assays. One may measure, for example, the formulation 
of complexes between the agent being tested and a polypeptide of the present 
invention. 

Thus, the present invention provides methods of screening for drugs or any 
other agents which affect activities mediated by the polypeptides of the present 
invention. These methods comprise contacting such an agent with a polypeptide of the 
present invention or a fragment thereof and assaying for the presence of a complex 
between the agent and the polypeptide or a fragment thereof, by methods well known 
in the art. In such a competitive binding assay, the agents to screen arc typically 
labeled. Following incubation, free agent is separated from that present in bound 
form, and the amount of free or uncomplexed label is a measure of the ability of a 
particular agent to bind to the polypeptides of the present invention. 

Another technique for drug screening provides high throughput screening for 
compounds having suitable binding affinity to the polypeptides of the present 
invention, and is described in great detail in European Patent Application 84/03564, 
published on September 13, 1984, which is incorporated herein by reference herein. 
Briefly stated, large numbers of different small peptide test compounds are 
synthesized on a solid substrate, such as plastic pins or some other surface. The 
peptide test compounds are reacted with polypeptides of the present invention and 
washed. Bound polypeptides are then detected by methods well known in the art. 
Purified polypeptides are coated directly onto plates for use in the aforementioned 
drug screening techniques. In addition, non-neutralizing antibodies may be used to 
capture the peptide and immobilize it on the solid support. 

This invention also contemplates the use of competitive drug screening assays 
in which neutralizing antibodies capable of binding polypeptides of the present 
invention specifically compete with a test compound for binding to the polypeptides 
or fragments thereof. In this manner, the antibodies are used to detect the presence of 
any peptide which shares one or more antigenic epitopes with a polypeptide of the 
invention. 
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In specific embodiments, antagonists according to the present invention are 
nucleic acids corresponding to the sequences contained in SEQ ID NO:X, or the 
complementary strand thereof, and/or to nucleotide sequences contained a deposited 
clone. In one embodiment, antisense sequence is generated internally by the 
organism, in another embodiment, the antisense sequence is separately administered 
(see, for example, O'Connor, Neurochem., 56:560 (1991 ). Oligodeoxynuclcotides as 
Anitsense Inhibitors of Gene Expression, CRC Press, Boca Raton, FL (1988). 
Antisense technology can be used to control gene expression through antisense DNA 
or RNA, or through triple-helix formation. Antisense techniques are discussed for 
example, in Okano, Neurochem., 56:560 (1991); Oligodeoxynucleotidcs as Antisense 
Inhibitors of Gene Expression, CRC Press, Boca Raton. FL (1988). Triple helix 
formation is discussed in, for instance, Lee et al.. Nucleic Acids Research, 6:3073 
(1979); Cooney et al., Science, 241:456 (1988); and Dervan et al., Science, 251:1300 
(1991). The methods are based on binding of a polynucleotide to a complementary 
DNA or RNA. 

For example, the use of c-myc and c-myb antisense RNA constructs to inhibit 
the growth of the non-lymphocytic leukemia cell line HL-60 and other cell lines was 
previously described. (Wickstrom et al. (1988); Anfossi et al. (1989)). These 
experiments were performed in vitro by incubating cells with the oligoribonucleotide. 
A similar procedure for in vivo use is described in WO 9 1/1 5580. Briefly, a pair of 
oligonucleotides for a given antisense RNA is produced as follows: A sequence 
complimentary to the first 15 bases of the open reading frame is flanked by an EcoRl 
site on the 5 end and a Hindlll site on the 3 end. Next, the pair of oligonucleotides is 
heated at 90°C for one minute and then annealed in 2X ligation buffer (20mM TRIS 
HC1 pH 7.5, lOmM MgC12, 10MM dithiothreitol (DTT) and 0.2 mM ATP) and then 
ligated to the EcoRl/Hind III site of the retroviral vector PMV7 (WO 91/15580). 

For example, the 5' coding portion of a polynucleotide that encodes the mature 
polypeptide of the present invention may be used to design an antisense RNA 
oligonucleotide of from about 10 to 40 base pairs in length. A DNA oligonucleotide 
is designed to be complementary to a region of the gene involved in transcription 
thereby preventing transcription and the production of the receptor. The antisense 
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RNA oligonucleotide hybridizes to the mRNA in vivo and blocks translation of the 
mRNA molecule into receptor polypeptide. 

In one embodiment, the antisense nucleic acid of the invention is produced 
intracellular^ by transcription from an exogenous sequence. For example, a vector or 
a portion thereof, is transcribed, producing an antisense nucleic acid (RNA) of the 
invention. Such a vector would contain a sequence encoding the antisense nucleic 
acid of the invention. Such a vector can remain episomal or become chromosomally 
integrated, as long as it can be transcribed to produce the desired antisense RNA. 
Such vectors can be constructed by recombinant DNA technology methods standard 
in the art. Vectors can be plasmid, viral, or others known in the art, used for 
replication and expression in vertebrate cells. Expression of the sequence encoding a 
polypeptide of the invention, or fragments thereof, can be by any promoter known in 
the art to act in vertebrate, preferably human cells. Such promoters can be inducible 
or constitutive. Such promoters include, but are not limited to, the S V40 early 
promoter region (Bernoist and Chambon, Nature, 29:304-3 1 0 ( 1 98 1 ), the promoter 
contained in the 3' long terminal repeat of Rous sarcoma virus (Yamamoto et al., 
Cell, 22:787-797 (1980), the herpes thymidine promoter (Wagner et al., Proc. Natl. 
Acad. Sci. U.S.A., 78:1441-1445 (1981), the regulatory sequences of the 
mctallothionein gene (Brinster et al.. Nature, 296:39-42 (1982)), etc. 

The antisense nucleic acids of the invention comprise a sequence 
complementary to at least a portion of an RNA transcript of a gene of interest. 
However, absolute complementarity, although preferred, is not required. A sequence 
"complementary to at least a portion of an RNA," referred to herein, means a 
sequence having sufficient complementarity to be able to hybridize with the RNA, 
forming a stable duplex; in the case of double stranded antisense nucleic acids of the 
invention, a single strand of the duplex DNA may thus be tested, or triplex formation 
may be assayed. The ability to hybridize will depend on both the degree of 
complementarity and the length of the antisense nucleic acid Generally, the larger the 
hybridizing nucleic acid, the more base mismatches with a RNA sequence of the 
invention it may contain and still form a stable duplex (or triplex as the case may be). 
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One skilled in the art can ascertain a tolerable degree of mismatch by use of standard 
procedures to determine the melting point of the hybridized complex. 

Oligonucleotides that are complementary to the 5' end of the message, e.g., 
the 5' untranslated sequence up to and including the AUG initiation codon, should 
5 work most efficiently at inhibiting translation. However, sequences complementary 
to the 3' untranslated sequences of mRNAs have been shown to be effective at 
inhibiting translation of mRNAs as well. Sec generally, Wagner, R., Nature, 
372:333-335 (1994). Thus, oligonucleotides complementary to either the 5' - or 3' - 
non- translated, non-coding regions of a polynucleotide sequence of the invention 

10 could be used in an antisense approach to inhibit translation of endogenous mRNA. 
Oligonucleotides complementary to the 5' untranslated region of the mRNA should 
include the complement of the AUG start codon. Antisense oligonucleotides 
complementary to mRNA coding regions are less efficient inhibitors of translation but 
could be used in accordance with the invention. Whether designed to hybridize to the 

15 5' -, 3' - or coding region of mRNA, antisense nucleic acids should be at least six 
nucleotides in length, and are preferably oligonucleotides ranging from 6 to about 50 
nucleotides in length. In specific aspects the oligonucleotide is at least 10 
nucleotides, at least 17 nucleotides, at least 25 nucleotides or at least 50 nucleotides. 
The polynucleotides of the invention can be DNA or RNA or chimeric 

20 mixtures or derivatives or modified versions thereof, single-stranded or double- 
stranded. The oligonucleotide can be modified at the base moiety, sugar moiety, or 
phosphate backbone, for example, to improve stability of the molecule, hybridization, 
etc. The oligonucleotide may include other appended groups such as peptides (e.g., 
for targeting host cell receptors in vivo), or agents facilitating transport across the cell 

25 membrane (see, e.g., Letsinger et al., Proc. Natl. Acad. Sci. U.S.A. 86:6553-6556 
(1989); Lemaitre et al., Proc. Natl. Acad. Sci., 84:648-652 (1987); PCT Publication 
NO: WO88/09810, published December 15, 1988) or the blood-brain barrier (see, 
e.g., PCT Publication NO: WO89/10134, published April 25, 1988), hybridization- 
triggered cleavage agents. (Sec, e.g., Krol et al., BioTechniques, 6:958-976 (1988)) 

30 or intercalating agents. (See, e.g., Zon, Pharm. Res., 5:539-549 (1988)). To this end, 
the oligonucleotide may be conjugated to another molecule, e.g., a peptide, 
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hybridization triggered cross-linking agent, transport agent, hybridization-triggered 
cleavage agent, etc. 

The antisense oligonucleotide may comprise at least one modified base moiety 
which is selected from the group including, but not limited to, 5-fluorouracil, 
5 5-bromouracil, 5-chIorouracil, 5-iodouracil, hypoxanthine, xantine, 4-acetylcytosine, 
5-(carboxyhydroxylmethyl) uracil, 5-carboxymethylaminomethyI-2-thiouridine, 
5-carboxymethylaminomethyluracil, dihydrouracil, beta-D-galactosylqueosine, 
inosine, N6-isopentenyladenine, 1-methylguanine, 1-methylinosine, 
2,2-dimethylguanine, 2-methyladenine, 2-methylguaninc, 3-methylcytosine, 

10 5-methylcytosine, N6-adenine, 7-methylguanine, 5-methylaminomethyluracil, 
5-methoxyaminomethyI-2-thiouracil, beta-D-mannosylqueosine, 
5'-methoxycarboxymethyiuracil, 5-methoxy uracil, 2-mcthylthio-N6- 
isopentenyladenine, uracil-5-oxyacetic acid (v), wybutoxosine, pseudouracil, 
queosine, 2-thiocytosine, 5-methyl-2-thiouracil, 2-thiouracil, 4-thiouracil, 

15 5-methyluracil, uracil-5-oxyacetic acid methylester, uracil-5-oxyacetic acid (v), 
5-methyl-2-thiouracil, 3-(3-amino-3-N-2-carboxypropyl) uracil, (acp3)w, and 
2,6-diaminopurine. 

The antisense oligonucleotide may also comprise at least one modified sugar 
moiety selected from the group including, but not limited to, arabinose, 
20 2-fluoroarabinose, xylulose, and hexose. 

In yet another embodiment, the antisense oligonucleotide comprises at least 
one modified phosphate backbone selected from the group including, but not limited 
to, a phosphorothioate, a phosphorodithioate, a phosphoramidothioate, a 
phosphoramidate, a phosphordiamidate, a methylphosphonate, an alkyl 
25 phosphotriester, and a formacetal or analog thereof. 

In yet another embodiment, the antisense oligonucleotide is an a-anomeric 
oligonucleotide. An a-anomeric oligonucleotide forms specific double-stranded 
hybrids with complementary RNA in which, contrary to the usual b-units, the strands 
run parallel to each other (Gautier et ah, Nucl. Acids Res., 15:6625-6641 (1987)). 
30 The oligonucleotide is a 2-0-methylribonucleotide (Inoue et al., Nucl. Acids Res., 
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15:6131-6148 (1987)), or a chimeric RNA-DNA analogue (Inoue et al. f FEBS Lett. 

215:327-330(1987)). 

Polynucleotides of the invention may be synthesized by standard methods 

known in the art, e.g. by use of an automated DNA synthesizer (such as are 

commercially available from Biosearch, Applied Biosystems, etc.). As examples, 

phosphorothioate oligonucleotides may be synthesized by the method of Stein et al. 

(Nucl. Acids Res., 16:3209 (1988)), methylphosphonate oligonucleotides can be 

prepared by use of controlled pore glass polymer supports (Sarin et al., Proc. Natl. 

Acad. Sci. U.S.A., 85:7448-7451 (1988)), etc. 

While antisense nucleotides complementary to the coding region sequence of 

the invention could be used, those complementary to the transcribed untranslated 

region are most preferred. 

Potential antagonists according to the invention also include catalytic RNA, or 

a ribozyme (See, e.g., PCT International Publication WO 90/1 1364, published 
October 4, 1990; Sarver et al, Science, 247:1222-1225 (1990). While ribozymes that 
cleave mRNA at site specific recognition sequences can be used to destroy mRNAs 
corresponding to the polynucleotides of the invention, the use of hammerhead 
ribozymes is preferred. Hammerhead ribozymes cleave mRNAs at locations dictated 
by flanking regions that form complementary base pairs with the target mRNA. The 
sole requirement is that the target mRNA have the following sequence of two bases: 
5' -UG-3' . The construction and production of hammerhead ribozymes is well 
known in the art and is described more fully in Haseloff and Gerlach, Nature, 
334:585-591 (1988). There are numerous potential hammerhead ribozyme cleavage 
sites within each nucleotide sequence disclosed in the sequence listing. Preferably, 
the ribozyme is engineered so that the cleavage recognition site is located near the 5' 
end of the mRNA corresponding to the polynucleotides of the invention; i.e., to 
increase efficiency and minimize the intracellular accumulation of non-functional 
mRNA transcripts. 

As in the antisense approach, the ribozymes of the invention can be composed 
of modified oligonucleotides (e.g. for improved stability, targeting, etc.) and should 
be delivered to cells which express the polynucleotides of the invention in vivo. 
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DNA constructs encoding the ribozyme may be introduced into the cell in the same 
manner as described above for the introduction of antisense encoding DNA. A 
preferred method of delivery involves using a DNA construct "encoding" the 
ribozyme under the control of a strong constitutive promoter, such as, for example, 
5 pol III or pol II promoter, so that transfected cells will produce sufficient quantities of 
the ribozyme to destroy endogenous messages and inhibit translation. Since 
ribozymcs unlike antisense molecules, are catalytic, a lower intracellular 
concentration is required for efficiency. 

Antagonist/agonist compounds may be employed to inhibit the cell growth 
10 and proliferation effects of the polypeptides of the present invention on neoplastic 
cells and tissues, i.e. stimulation of angiogenesis of tumors, and, therefore, retard or 
prevent abnormal cellular growth and proliferation, for example, in tumor formation 
or growth. 

The antagonist/agonist may also be employed to prevent hyper-vascular 
15 diseases, and prevent the proliferation of epithelial lens cells after extracapsular 
cataract surgery. Prevention of the mitogenic activity of the polypeptides of the 
present invention may also be desirous in cases such as restenosis after balloon 
angioplasty. 

The antagonist/agonist may also be employed to prevent the growth of scar 
tissue during wound healing. 

The antagonist/agonist may also be employed to treat, prevent, and/or 
diagnose the diseases described herein. 

Thus, the invention provides a method of treating or preventing 
diseases,disorders, and/or conditions, including but not limited to the diseases, 
disorders, and/or conditions listed throughout this application, associated with 
overexpression of a polynucleotide of the present invention by administering to a 
patient (a) an antisense molecule directed to the polynucleotide of the present 
invention, and/or (b) a ribozyme directed to the polynucleotide of the present 
invention. 

invention, and/or (b) a ribozyme directed to the polynucleotide of the present 
invention. 
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Other Activities 

The polypeptide of the present invention, as a result of the ability to stimulate 
vascular endothelial cell growth, may be employed in treatment for stimulating re- 
vascularization of ischemic tissues due to various disease conditions such as 
thrombosis, arteriosclerosis, and other cardiovascular conditions. These polypeptide 
may also be employed to stimulate angiogenesis and limb regeneration, as discussed 
above. 

The polypeptide may also be employed for treating wounds due to injuries, 
burns, post-operative tissue repair, and ulcers since they are mitogenic to various cells 
of different origins, such as fibroblast cells and skeletal muscle cells, and therefore, 
facilitate the repair or replacement of damaged or diseased tissue. 

The polypeptide of the present invention may also be employed stimulate 
neuronal growth and to treat, prevent, and/or diagnose neuronal damage which occurs 
in certain neuronal disorders or neuro-degenerativc conditions such as Alzheimer's 
disease, Parkinson's disease, and AIDS-related complex. The polypeptide of the 
invention may have the ability to stimulate chondrocyte growth, therefore, they may 
be employed to enhance bone and periodontal regeneration and aid in tissue 
transplants or bone grafts. 

The polypeptide of the present invention may be also be employed to prevent 
skin aging due to sunburn by stimulating keratinocyte growth. 

The polypeptide of the invention may also be employed for preventing hair 
loss, since FGF family members activate hair-forming cells and promotes melanocyte 
growth. Along the same lines, the polypeptides of the present invention may be 
employed to stimulate growth and differentiation of hematopoietic cells and bone 
marrow cells when used in combination with other cytokines. 

The polypeptide of the invention may also be employed to maintain organs 
before transplantation or for supporting cell culture of primary tissues. 

The polypeptide of the present invention may also be employed for inducing 
tissue of mesodermal origin to differentiate in early embryos. 
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The polypeptide or polynucleotides and/or agonist or antagonists of the 
present invention may also increase or decrease the differentiation or proliferation of 
embryonic stem cells, besides, as discussed above, hematopoietic lineage. 

The polypeptide or polynucleotides and/or agonist or antagonists of the 
present invention may also be used to modulate mammalian characteristics, such as 
body height, weight, hair color, eye color, skin, percentage of adipose tissue, 
pigmentation, size, and shape (e.g., cosmetic surgery). Similarly, polypeptides or 
polynucleotides and/or agonist or antagonists of the present invention may be used to 
modulate mammalian metabolism affecting catabolism, anabolism, processing, 
utilization, and storage of energy. 

Polypeptide or polynucleotides and/or agonist or antagonists of the present 
invention may be used to change a mammal's mental state or physical state by 
influencing biorhythms, caricadic rhythms, depression (including depressive diseases, 
disorders, and/or conditions), tendency for violence, tolerance for pain, reproductive 
capabilities (preferably by Activin or Inhibin-like activity), hormonal or endocrine 
levels, appetite, libido, memory, stress, or other cognitive qualities. 

Polypeptide or polynucleotides and/or agonist or antagonists of the present 
invention may also be used as a food additive or preservative, such as to increase or 
decrease storage capabilities, fat content, lipid, protein, carbohydrate, vitamins, - 
minerals, cofactors or other nutritional components. 

Other Pre ferred Embodiments 

Other preferred embodiments of the claimed invention include an isolated 
nucleic acid molecule comprising a nucleotide sequence which is at least 95% 
identical to a sequence of at least about 50 contiguous nucleotides in the nucleotide 
sequence of SEQ ID NO:X wherein X is any integer as defined in Table 1 . 

Also preferred is a nucleic acid molecule wherein said sequence of contiguous 
nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the range of 
positions beginning with the nucleotide at about the position of the 5' Nucleotide of 
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the Clone Sequence and ending with the nucleotide at about the position of the 3' 
Nucleotide of the Clone Sequence as defined for SEQ ID NO:X in Table 1 . 

Also preferred is a nucleic acid molecule wherein said sequence of contiguous 
nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the range of 
5 positions beginning with the nucleotide at about the position of the 5 ' Nucleotide of 
the Start Codon and ending with the nucleotide at about the position of the 3' 
Nucleotide of the Clone Sequence as defined for SEQ ID NO:X in Table 1. 

Similarly preferred is a nucleic acid molecule wherein said sequence of 
contiguous nucleotides is included in the nucleotide sequence of SEQ ID NO:X in the 
10 range of positions beginning with the nucleotide at about the position of the 5 ' 
Nucleotide of the First Amino Acid of the Signal Peptide and ending with the 
nucleotide at about the position of the 3' Nucleotide of the Clone Sequence as 
defined for SEQ ID NO:X in Table 1. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
15 sequence which is at least 95% identical to a sequence of at least about 1 50 
contiguous nucleotides in the nucleotide sequence of SEQ ID NO:X. 

Further preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a sequence of at least about 500 
contiguous nucleotides in the nucleotide sequence of SEQ ID NO:X. 
20 A further preferred embodiment is a nucleic acid molecule comprising a 

nucleotide sequence which is at least 95% identical to the nucleotide sequence of SEQ 
ID NO:X beginning with the nucleotide at about the position of the 5' Nucleotide of 
the First Amino Acid of the Signal Peptide and ending with the nucleotide at about 
the position of the 3' Nucleotide of the Clone Sequence as defined for SEQ ID NO:X 
25 in Table 1. 

A further preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence, which is at least 95% identical to the complete 
nucleotide sequence of SEQ ID NO:X. 

Also preferred is an isolated nucleic acid molecule which hybridizes under 
30 stringent hybridization conditions to a nucleic acid molecule, wherein said nucleic 
acid molecule which hybridizes does not hybridize under stringent hybridization 
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conditions to a nucleic acid molecule having a nucleotide sequence consisting of only 
A residues or of only T residues. 

Also preferred is a composition of matter comprising a DNA molecule which 
comprises a human cDNA clone identified by a cDNA Clone Identifier in Table 1, 
which DNA molecule is contained in the material deposited with the American Type 
Culture Collection and given the ATCC Deposit Number shown in Table 1 for said 
cDNA Clone Identifier. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a sequence of at least 50 contiguous 
nucleotides in the nucleotide sequence of a human cDNA clone identified by a cDNA 
Clone Identifier in Table 1 , which DNA molecule is contained in the deposit given the 
ATCC Deposit Number shown in Table 1. 

Also preferred is an isolated nucleic acid molecule, wherein said sequence of 
at least 50 contiguous nucleotides is included in the nucleotide sequence of the 
complete open reading frame sequence encoded by said human cDNA clone. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to sequence of at least 150 contiguous 
nucleotides in the nucleotide sequence encoded by said human cDNA clone. 

A further preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence which is at least 95% identical to sequence of at 
least 500 contiguous nucleotides in the nucleotide sequence encoded by said human 
cDNA clone. 

A further preferred embodiment is an isolated nucleic acid molecule 
comprising a nucleotide sequence which is at least 95% identical to the complete 
nucleotide sequence encoded by said human cDNA clone. 

A further preferred embodiment is a method for delecting in a biological 
sample a nucleic acid molecule comprising a nucleotide sequence which is at least 
95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X 
wherein X is any integer as defined in Table 1; and a nucleotide sequence encoded by 
a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
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in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1; which method comprises a step of comparing a nucleotide sequence of at least one 
nucleic acid molecule in said sample with a sequence selected from said group and 
determining whether the sequence of said nucleic acid molecule in said sample is at 
5 least 95% identical to said selected sequence. 

Also preferred is the above method wherein said step of comparing sequences 
comprises determining the extent of nucleic acid hybridization between nucleic acid 
molecules in said sample and a nucleic acid molecule comprising said sequence 
selected from said group. Similarly, also preferred is the above method wherein said 
step of comparing sequences is performed by comparing the nucleotide sequence 
determined from a nucleic acid molecule in said sample with said sequence selected 
from said group. The nucleic acid molecules can comprise DNA molecules or RNA 
molecules. 

A further preferred embodiment is a method for identifying the species, tissue 
or cell type of a biological sample which method comprises a step of detecting nucleic 
acid molecules in said sample, if any, comprising a nucleotide sequence that is at least 
95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from the group consisting of: a nucleotide sequence of SEQ ID NO:X 
wherein X is any integer as defined in Table 1 ; and a nucleotide sequence encoded by 
a human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1. 

The method for identifying the species, tissue or cell type of a biological 
sample can comprise a step of detecting nucleic acid molecules comprising a 
nucleotide sequence in a panel of at least two nucleotide sequences, wherein at least 
one sequence in said panel is at least 95% identical to a sequence of at least 50 
contiguous nucleotides in a sequence selected from said group. 

Also preferred is a method for diagnosing in a subject a pathological condition 
associated with abnormal structure or expression of a gene encoding a secreted 
protein identified in Table 1, which method comprises a step of detecting in a 
biological sample obtained from said subject nucleic acid molecules, if any, 



WO 00/57903 



PCT/US00/07525 



comprising a nucleotide sequence that is at least 95% identical to a sequence of at 
least 50 contiguous nucleotides in a sequence selected from the group consisting of: a 
nucleotide sequence of SEQ ID NO:X wherein X is any integer as defined in Table 1; 
and a nucleotide sequence encoded by a human cDNA clone identified by a cDNA 

5 Clone Identifier in Table 1 and contained in the deposit with the ATCC Deposit 
Number shown for said cDN A clone in Table 1 . 

The method for diagnosing a pathological condition can comprise a step of 
detecting nucleic acid molecules comprising a nucleotide sequence in a panel of at 
least two nucleotide sequences, wherein at least one sequence in said panel is at least 

10 95% identical to a sequence of at least 50 contiguous nucleotides in a sequence 
selected from said group. 

Also preferred is a composition of matter comprising isolated nucleic acid 
molecules wherein the nucleotide sequences of said nucleic acid molecules comprise 
a panel of at least two nucleotide sequences, wherein at least one sequence in said 

15 panel is at least 95% identical to a sequence of at least 50 contiguous nucleotides in a 
sequence selected from the group consisting of: a nucleotide sequence of SEQ ID 
NO:X wherein X is any integer as defined in Table 1; and a nucleotide sequence 
encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 

20 clone in Table I. The nucleic acid molecules can comprise DNA molecules or RNA 
molecules. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 90% identical to a sequence of at least about 10 contiguous amino acids in the 
amino acid sequence of SEQ ID NO:Y wherein Y is any integer as defined in Table 1. 
25 Also preferred is a polypeptide, wherein said sequence of contiguous amino 

acids is included in the amino acid sequence of SEQ ID NO:Y in the range of 
positions beginning with the residue at about the position of the First Amino Acid of 
the Secreted Portion and ending with the residue at about the Last Amino Acid of the 
Open Reading Frame as set forth for SEQ ID NO:Y in Table 1. 
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Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 30 contiguous amino acids in the 
amino acid sequence of SEQ ID NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 95% identical to a sequence of at least about 100 contiguous amino 
acids in the amino acid sequence of SEQ ID NO: Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 95% identical to the complete amino acid sequence of SEQ ID 
NO:Y. 

Further preferred is an isolated polypeptide comprising an amino acid 
sequence at least 90% identical to a sequence of at least about 10 contiguous amino 
acids in the complete amino acid sequence of a secreted protein encoded by a human 
cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
deposit with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is a polypeptide wherein said sequence of contiguous amino 
acids is included in the amino acid sequence of a secreted portion of the secreted 
protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in 
Table 1 and contained in the deposit with the ATCC Deposit Number shown for said 
cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 30 contiguous amino acids in the 
amino acid sequence of the secreted portion of the protein encoded by a human cDNA 
clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit 
with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to a sequence of at least about 100 contiguous amino acids in 
the amino acid sequence of the secreted portion of the protein encoded by a human 
cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained in the 
deposit with the ATCC Deposit Number shown for said cDNA clone in Table 1. 

Also preferred is an isolated polypeptide comprising an amino acid sequence 
at least 95% identical to the amino acid sequence of the secreted portion of the protein 
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encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 
clone in Table 1. 

Further preferred is an isolated antibody which binds specifically to a 
polypeptide comprising an amino acid sequence that is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO: Y wherein Y is any integer as 
defined in Table 1 ; and a complete amino acid sequence of a protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1. 

Further preferred is a method for detecting in a biological sample a 
polypeptide comprising an amino acid sequence which is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the group 
consisting of: an amino acid sequence of SEQ ID NO: Y wherein Y is any integer as 
defined in Table 1 ; and a complete amino acid sequence of a protein encoded by a 
human cDNA clone identified by a cDNA Clone Identifier in Table 1 and contained 
in the deposit with the ATCC Deposit Number shown for said cDNA clone in Table 
1; which method comprises a step of comparing an amino acid sequence of at least 
one polypeptide molecule in said sample with a sequence selected from said group 
and determining whether the sequence of said polypeptide molecule in said sample is 
at least 90% identical to said sequence of at least 10 contiguous amino acids. 

Also preferred is the above method wherein said step of comparing an amino 
acid sequence of at least one polypeptide molecule in said sample with a sequence 
selected from said group comprises determining the extent of specific binding of 
polypeptides in said sample to an antibody which binds specifically to a polypeptide 
comprising an amino acid sequence that is at least 90% identical to a sequence of at 
least 10 contiguous amino acids in a sequence selected from the group consisting of: 
an amino acid sequence of SEQ ID NO: Y wherein Y is any integer as defined in 
Table 1; and a complete amino acid sequence of a protein encoded by a human cDNA 



WO 00/57903 



PCT/US00/07525 



clone identified by a cDNA Clone Identifier in Table 1 and contained in the deposit 
with the ATCC Deposit Number shown for said cDNA clone in Tabic 1 . 

Also preferred is the above method wherein said step of comparing sequences 
is performed by comparing the amino acid sequence determined from a polypeptide 
5 molecule in said sample with said sequence selected from said group. 

Also preferred is a method for identifying the species, tissue or cell type of a 
biological sample which method comprises a step of detecting polypeptide molecules 
in said sample, if any, comprising an amino acid sequence that is at least 90% 
identical to a sequence of at least 10 contiguous amino acids in a sequence selected 
10 from the group consisting of: an amino acid sequence of SEQ ID NO: Y wherein Y is 
any integer as defined in Table 1; and a complete amino acid sequence of a secreted 
protein encoded by a human cDNA clone identified by a cDNA Clone Identifier in 
Table 1 and contained in the deposit with the ATCC Deposit Number shown for said 
cDNA clone in Table 1. 
15 Also preferred is the above method for identifying the species, tissue or cell 

type of a biological sample, which method comprises a step of detecting polypeptide 
molecules comprising an amino acid sequence in a panel of at least two amino acid 
sequences, wherein at least one sequence in said panel is at least 90% identical to a 
sequence of at least 10 contiguous amino acids in a sequence selected from the above 
20 group. 

Also preferred is a method for diagnosing in a subject a pathological condition 
associated with abnormal structure or expression of a gene encoding a secreted 
protein identified in Table 1 , which method comprises a step of detecting in a 
biological sample obtained from said subject polypeptide molecules comprising an 

25 amino acid sequence in a panel of at least two amino acid sequences, wherein at least 
one sequence in said panel is at least 90% identical to a sequence of at least 10 
contiguous amino acids in a sequence selected from the group consisting of: an amino 
acid sequence of SEQ ID NO: Y wherein Y is any integer as defined in Table 1 ; and a 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 

30 identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
ATCC Deposit Number shown for said cDN A clone in Table 1 . 
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In any of these methods, the step of detecting said polypeptide molecules 
includes using an antibody. 

Also preferred is an isolated nucleic acid molecule comprising a nucleotide 
sequence which is at least 95% identical to a nucleotide sequence encoding a 
5 polypeptide wherein said polypeptide comprises an amino acid sequence that is at 
least 90% identical to a sequence of at least 10 contiguous amino acids in a sequence 
selected from the group consisting of: an amino acid sequence of SEQ ID NO: Y 
wherein Y is any integer as defined in Table 1; and a complete amino acid sequence 
of a secreted protein encoded by a human cDN A clone identified by a cDNA Clone 
10 Identifier in Table 1 and contained in the deposit with the ATCC Deposit Number 
shown for said cDNA clone in Table 1. 

Also preferred is an isolated nucleic acid molecule, wherein said nucleotide 
sequence encoding a polypeptide has been optimized for expression of said 
polypeptide in a prokaryotic host. 
15 Also preferred is an isolated nucleic acid molecule, wherein said polypeptide 

comprises an amino acid sequence selected from the group consisting of: an amino 
acid sequence of SEQ ID NO: Y wherein Y is any integer as defined in Table 1 ; and a 
complete amino acid sequence of a secreted protein encoded by a human cDNA clone 
identified by a cDNA Clone Identifier in Table 1 and contained in the deposit with the 
20 ATCC Deposit Number shown for said cDNA clone in Table 1 . 

Further preferred is a method of making a recombinant vector comprising 
inserting any of the above isolated nucleic acid molecule into a vector. Also preferred 
is the recombinant vector produced by this method. Also preferred is a method of 
making a recombinant host cell comprising introducing the vector into a host cell, as 
25 well as the recombinant host cell produced by this method. 

Also preferred is a method of making an isolated polypeptide comprising 
culturing this recombinant host cell under conditions such that said polypeptide is 
expressed and recovering said polypeptide. Also preferred is this method of making 
an isolated polypeptide, wherein said recombinant host cell is a cukaryotic cell and 
30 said polypeptide is a secreted portion of a human secreted protein comprising an 

amino acid sequence selected from the group consisting of: an amino acid sequence of 
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SEQ ID NO:Y beginning with the residue at the position of the First Amino Acid of 
the Secreted Portion of SEQ ID NO: Y wherein Y is an integer set forth in Table 1 and 
said position of the First Amino Acid of the Secreted Portion of SEQ ID NO: Y is 
defined in Table 1; and an amino acid sequence of a secreted portion of a protein 
5 encoded by a human cDNA clone identified by a cDNA Clone Identifier in Table 1 
and contained in the deposit with the ATCC Deposit Number shown for said cDNA 
clone in Table 1 . The isolated polypeptide produced by this method is also preferred. 

Also preferred is a method of treatment of an individual in need of an 
increased level of a secreted protein activity, which method comprises administering 
10 to such an individual a pharmaceutical composition comprising an amount of an 

isolated polypeptide, polynucleotide, or antibody of the claimed invention effective to 
increase the level of said protein activity in said individual. 

The above-recited applications have uses in a wide variety of hosts. Such 
hosts include, but are not limited to, human, murine, rabbit, goat, guinea pig, camel, 
15 horse, mouse, rat, hamster, pig, micro-pig, chicken, goat, cow, sheep, dog, cat, non- 
human primate, and human. In specific embodiments, the host is a mouse, rabbit, 
goat, guinea pig, chicken, rat, hatnster, pig, sheep, dog or cat. In preferred 
embodiments, the host is a mammal. In most preferred embodiments, the host is a 
human. 

In specific embodiments of the invention, for each "Contig ID" listed in the 
fourth column of Tabic 2, preferably excluded are one or more polynucleotides 
comprising, or alternatively consisting of, a nucleotide sequence referenced in the 
fifth column of Table 2 and described by the general formula of a-b, whereas a and b 
are uniquely determined for the corresponding SEQ ID NO:X referred to in column 3 
of Table 2. Further specific embodiments are directed to polynucleotide sequences 
excluding one, two, three, four, or more of the specific polynucleotide sequences 
referred to in the fifth column of Table 2. In no way is this listing meant to encompass 
all of the sequences which may be excluded by the general formula, it is just a 
representative example. All references available through these accessions are hereby 
incorporated by reference in their entirety. 
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TABLE 2 



L»ene No. 


cuNA Clone 

in 
ID 


NT 

ID 

NO: 

v 
A 


Contig ID 


Public Accession Numbers 


2 


HME1I21 


12 


767276 


R13644 R13953 R40014 RS?6RS Rdmid 
H07062, H0706 1 . H 1 33 1 8, H43 1 57. H96929. 
N52992. AA034502, AA054731. AA054738, 
AA0633I8. AA074128. AA464554 


5 


HMEJC96 


15 


761218 


R 16862. R55132. R55139, R59547, AA026967, 
AA026970, AA031692. AA031712. AA055908, 
AA 149827. A A 149854 


12 


HMHBP74 


22 


765108 


R 12909. R 18967. R36912. R43982. R49254, 
R49254. R43982. HI 0040. H78174. AA236377 


13 


HMIAC52 


23 


825484 


R35395. H20329. H46461 . H46982 


20 


HMIBD93 


30 


634227 


R45361. R45456. R52109. R45456. R45361. 
R55770. R55849. HI 7344. R89670. W32915. 
W35351.W60204 


36 


HMMBD19 


46 


607468 


T40326.T41189 
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Having generally described the invention, the same will be more readily 
understood by reference to the following examples, which are provided by way of 
illustration and are not intended as limiting. 

Examples 

Example L Isolation of a Selected cDNA Clone From the D eposited Samp le 

Each cDNA clone in a cited ATCC deposit is contained in a plasmid vector. 
Table 1 identifies the vectors used to construct the cDNA library from which each 
clone was isolated. In many cases, the vector used to construct the library is a phage 
vector from which a plasmid has been excised. The table immediately below 
correlates the related plasmid for each phage vector used in constructing the cDNA 
library. For example, where a particular clone is identified in Table 1 as being 
isolated in the vector "Lambda Zap," the corresponding deposited clone is in 
"pBluescript." 

Vector Used to Construct Library Corresponding Deposited 

Plasmid 

Lambda Zap pBluescript (pBS) 

Uni-Zap XR pBluescript (pBS) 

Zap Express pBK 

lafmid BA plafmid BA 

pSportl pSportl 

pCMVSport 2.0 pCMVSport 2.0 

pCMVSport 3.0 pCMVSport 3.0 

PCR®2-1 pC R®2.1 

Vectors Lambda Zap (U.S. Patent Nos. 5,128,256 and 5,286,636), Uni-Zap 

XR (U.S. Patent Nos. 5,128, 256 and 5,286,636), Zap Express (U.S. Patent Nos. 

5,128,256 and 5,286,636), pBluescript (pBS) (Short, J. M. et al., Nucleic Acids Res. 

16:7583-7600 (1988); Alting-Mees, M. A. and Short, J. M., Nucleic Acids Res. 

17:9494 (1989)) and pBK (Alting-Mees, M. A. et al.. Strategies 5:58-61 (1992)) are 
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commercially available from Stratagene Cloning Systems, Inc., 1 101 1 N. Torrey 
Pines Road, La Jolla, CA, 92037. pBS contains an ampicillin resistance gene and 
pBK contains a neomycin resistance gene. Both can be transformed into E. coli strain 
XL-1 Blue, also available from Stratagene. pBS comes in 4 forms SK+, SK-, KS+ 
5 and KS. The S and K refers to the orientation of the polylinker to the T7 and T3 
primer sequences which flank the polylinker region ("S" is for Sad and "K" is for 
Kpnl which are the first sites on each respective end of the linker). or "-" refer to 
the orientation of the f 1 origin of replication ("ori"), such that in one orientation, 
single stranded rescue initiated from the f 1 ori generates sense strand DNA and in the 

10 other, antisense. 

Vectors pSportl, pCMVSport 2.0 and pCMVSport 3.0. were obtained from 
Life Technologies, Inc., P. O. Box 6009, Gaithersburg, MD 20897. All Sport vectors 
contain an ampicillin resistance gene and may be transformed into E. coli strain 
DH10B, also available from Life Technologies. (See, for instance, Gruber, C. E., et 

15 al., Focus 15:59 (1993).) Vector lafmid BA (Bento Soares, Columbia University, 
NY) contains an ampicillin resistance gene and can be transformed into E. coli strain 
XL-1 Blue. Vector pCR®2.1, which is available from Invitrogen, 1600 Faraday 
Avenue, Carlsbad, CA 92008, contains an ampicillin resistance gene and may be 
transformed into E. coli strain DH10B, available from Life Technologies. (See, for 

20 instance, Clark, J. M, Nuc. Acids Res. 16:9677-9686 (1988) and Mead, D. et al.. 
Bio/Technology 9: (1991).) Preferably, a polynucleotide of the present invention 
does not comprise the phage vector sequences identified for the particular clone in 
Table 1, as well as the corresponding plasmid vector sequences designated above. 
The deposited material in the sample assigned the ATCC Deposit Number 

25 cited in Table 1 for any given cDNA clone also may contain one or more additional 
plasmids, each comprising a cDNA clone different from that given clone. Thus, 
deposits sharing the same ATCC Deposit Number contain at least a plasmid for each 
cDNA clone identified in Table 1. Typically, each ATCC deposit sample cited in 
Table 1 comprises a mixture of approximately equal amounts (by weight) of about 50 

30 plasmid DNAs, each containing a different cDNA clone; but such a deposit sample 
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may include plasmids for more or less than 50 cDNA clones, up to about 500 cDNA 
clones. 

Two approaches can be used to isolate a particular clone from the deposited 
sample of piasmid DNAs cited for that clone in Table 1 . First, a plasmid is directly 
5 isolated by screening the clones using a polynucleotide probe corresponding to SEQ 
ID NO:X. 

Particularly, a specific polynucleotide with 30-40 nucleotides is synthesized 
using an Applied Biosystems DNA synthesizer according to the sequence reported. 
The oligonucleotide is labeled, for instance, with 32 P-v-ATP using T4 polynucleotide 

10 kinase and purified according to routine methods. (E.g., Maniatis et al., Molecular 
Cloning: A Laboratory Manual. Cold Spring Harbor Press, Cold Spring, NY (1982).) 
The plasmid mixture is transformed into a suitable host, as indicated above (such as 
XL-1 Blue (Stratagene)) using techniques known to those of skill in the art, such as 
those provided by the vector supplier or in related publications or patents cited above. 

15 The transformants are plated on 1 .5% agar plates (containing the appropriate selection 
agent, e.g., ampicillin) to a density of about 150 transformants (colonies) per plate. 
These plates are screened using Nylon membranes according to routine methods for 
bacterial colony screening (e.g., Sambrook et al. f Molecular Cloning: A Laboratory 
Manual, 2nd Edit., (1989), Cold Spring Harbor Laboratory Press, pages 1.93 to 

20 1 . 104), or other techniques known to those of skill in the art. 

Alternatively, two primers of 17-20 nucleotides derived from both ends of the 
SEQ ID NO:X (i.e., within the region of SEQ ID NO:X bounded by the 5 ' NT and 
the y NT of the clone defined in Table 1 ) are synthesized and used to amplify the 
desired cDNA using the deposited cDNA plasmid as a template. The polymerase 

25 chain reaction is carried out under routine conditions, for instance, in 25 ul of reaction 
mixture with 0.5 ug of the above cDNA template. A convenient reaction mixture is 
1.5-5 mM MgCU, 0.01% (w/v) gelatin, 20 uM each of d ATP, dCTP, dGTP, dTTP, 25 
pmol of each primer and 0.25 Unit of Taq polymerase. Thirty five cycles of PCR 
(denaturation at 94 degree C for 1 min; annealing at 55 degree C for 1 min: elongation 

30 at 72 degree C for 1 min) are performed with a Perkin-Elmer Cetus automated 

thermal cycler. The amplified product is analyzed by agarose gel electrophoresis and 
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Example 2: Isolation of Genomic Clones Correspon ding to a PolvnuclentiriP 
A human genomic PI library (Genomic Systems, Inc.) is screened by PCR 
using primers selected for the cDNA sequence corresponding to SEQ ID NO:X., 
according to the method described in Example 1. (See also, Sambrook.) 

Example 3: Tissue Distri bution of Polypep tide 

Tissue distribution of mRNA expression of polynucleotides of the present 
invention is determined using protocols for Northern blot analysis, described by, 
among others, Sambrook et al. For example, a cDN A probe produced by the method 
described in Example 1 is labeled with P n using the rediprime™ DNA labeling 
system (Amersham Life Science), according to manufacturer's instructions. After 
labeling, the probe is purified using CHROMA SPIN- 100™ column (Clontech 
Laboratories, Inc.), according to manufacturer's protocol number PT 1200-1. The 
purified labeled probe is then used to examine various human tissues for mRNA 
expression. 

Multiple Tissue Northern (MTN) blots containing various human tissues (H) 
or human immune system tissues (IM) (Clontech) are examined with the labeled 
probe using ExpressHyb™ hybridization solution (Clontech) according to 
manufacturer's protocol number PT1 190-1. Following hybridization and washing, the 
blots are mounted and exposed to film at -70 degree C overnight, and the films 
developed according to standard procedures. 

Example 4: Chromoso mal Mapping of the Polynucleotides 

An oligonucleotide primer set is designed according to the sequence at the 5' 
end of SEQ ID NO:X. This primer preferably spans about 100 nucleotides. This 
primer set is then used in a polymerase chain reaction under the following set of 
conditions : 30 seconds,95 degree C; 1 minute, 56 degree C; 1 minute, 70 degree C. 
This cycle is repeated 32 times followed by one 5 minute cycle at 70 degree C. 
Human, mouse, and hamster DNA is used as template in addition to a somatic cell 
hybrid panel containing individual chromosomes or chromosome fragments (Bios, 
Inc). The reactions is analyzed on either 8% polyacrylamide gels or 3.5 % agarose 



WO 00/57903 



PCT/US00/07525 



2J6 

gels. Chromosome mapping is determined by the presence of an approximately 100 
bp PCR fragment in the particular somatic cell hybrid. 

Example 5: Bacterial Expression of a Polypep tide 

A polynucleotide encoding a polypeptide of the present invention is amplified 
using PCR oligonucleotide primers corresponding to the 5* and 3' ends of the DNA 
sequence, as outlined in Example 1, to synthesize insertion fragments. The primers 
used to amplify the cDNA insert should preferably contain restriction sites, such as 
BamHI and Xbal. at the 5' end of the primers in order to clone the amplified product 
into the expression vector. For example, BamHI and Xbal correspond to the 
restriction enzyme sites on the bacterial expression vector pQE-9. (Qiagen, Inc., 
Chatsworth, CA). This plasmid vector encodes antibiotic resistance (Amp r ), a 
bacterial origin of replication (ori), an IPTG-regulatable promoter/operator (P/O), a 
ribosome binding site (RBS), a 6-histidine tag (6-His), and restriction enzyme cloning 
sites. 

The pQE-9 vector is digested with BamHI and Xbal and the amplified 
fragment is ligated into the pQE-9 vector maintaining the reading frame initiated at 
the bacterial RBS. The ligation mixture is then used to transform the E. coli strain 
M15/rep4 (Qiagen, Inc.) which contains multiple copies of the plasmid pREP4, which 
expresses the lad repressor and also confers kanamycin resistance (Kan r ). 
Transformants are identified by their ability to grow on LB plates and 
ampicillin/kanamycin resistant colonies are selected. Plasmid DNA is isolated and 
confirmed by restriction analysis. 

Clones containing the desired constructs are grown overnight (O/N) in liquid 
culture in LB media supplemented with both Amp (100 ug/ml) and Kan (25 ug/ml). 
The O/N culture is used to inoculate a large culture at a ratio of 1 : 100 to 1 :250. The 
cells are grown to an optical density 600 (O.D. 600 ) of between 0.4 and 0.6. IPTG 
(Isopropyl-B-D-thiogalacto pyranoside) is then added to a final concentration of 1 
mM. IPTG induces by inactivating the lad repressor, clearing the P/O leading to 
increased gene expression. 



WO 00/57903 



217 



PCT/US00/07525 



15 



Cells are grown for an extra 3 to 4 hours. Cells are then harvested by 
centrifugation (20 mins at 6000Xg). The cell pellet is solubilized in the chaotropic 
agent 6 Molar Guanidine HC1 by stirring for 3-4 hours at 4 degree C. The cell debris 
is removed by centrifugation, and the supernatant containing the polypeptide is loaded 
5 onto a nickel-nitrilo-tri-acetic acid ("Ni-NTA") affinity resin column (available from 
QIAGEN, Inc., supra). Proteins with a 6 x His tag bind to the Ni-NTA resin with 
high affinity and can be purified in a simple one-step procedure (for details see: The 
QIAexpressionist (1995) QIAGEN, Inc., supra). 

Briefly, the supernatant is loaded onto the column in 6 M guanidine-HCl, pH 
10 8, the column is first washed with 10 volumes of 6 M guanidine-HCl. pH 8, then 
washed with 10 volumes of 6 M guanidine-HCl pH 6. and finally the polypeptide is 
eluted with 6 M guanidine-HCl, pH 5. 

The purified protein is then renatured by dialyzing it against phosphate- 
buffered saline (PBS) or 50 mM Na-acetate, pH 6 buffer plus 200 mM NaCl. 
Alternatively, the protein can be successfully refolded while immobilized on the Ni- 
NTA column. The recommended conditions are as follows: renature using a linear 
6M-1M urea gradient in 500 mM NaCl, 20% glycerol, 20 mM Tris/HCl pH 7.4, 
containing protease inhibitors. The renaturation should be performed over a period of 
1.5 hours or more. After renaturation the proteins are eluted by the addition of 250 
20 mM immidazole. Immidazole is removed by a final dialyzing step against PBS or 50 
mM sodium acetate pH 6 buffer plus 200 mM NaCl. The purified protein is stored at 
4 degree C or frozen at -80 degree C. 

In addition to the above expression vector, the present invention further 
includes an expression vector comprising phage operator and promoter elements 
25 operatively linked to a polynucleotide of the present invention, called pHE4a. (ATCC 
Accession Number 209645, deposited on February 25, 1998.) This vector contains: 
1) a neomycinphosphotransferase gene as a selection marker, 2) an E. coli origin of 
replication, 3) a T5 phage promoter sequence, 4) two lac operator sequences, 5) a 
Shine-Delgarno sequence, and 6) the lactose operon repressor gene (laclq). The 
origin of replication (oriC) is derived from pUC19 (LTI, Gaithersburg, MD). The 
promoter sequence and operator sequences are made synthetically. 
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DNA can be inserted into the pHEa by restricting the vector with Ndel and 
XbaL BamHI, Xhol, or Asp718, running the restricted product on a gel, and isolating 
the larger fragment (the stuffer fragment should be about 310 base pairs). The DNA 
insert is generated according to the PCR protocol described in Example 1, using PCR 
primers having restriction sites for Ndel (5' primer) and Xbal, BamHI, Xhol, or 
Asp718 (3' primer). The PCR insert is gel purified and restricted with compatible 
enzymes. The insert and vector are ligated according to standard protocols. 

The engineered vector could easily be substituted in the above protocol to 
express protein in a bacterial system. 

Example 6; Purification of a Polvppp tide from an Inclusion Body 

The following alternative method can be used to purify a polypeptide 
expressed in E coli when it is present in the form of inclusion bodies. Unless 
otherwise specified, all of the following steps are conducted at 4-10 degree C. 

Upon completion of the production phase of the E. coli fermentation, the cell 
culture is cooled to 4- 10 degree C and the cells harvested by continuous 
centrifugation at 15,000 rpm (Heraeus Sepatech). On the basis of the expected yield 
of protein per unit weight of cell paste and the amount of purified protein required, an 
appropriate amount of cell paste, by weight, is suspended in a buffer solution 
containing 100 mM Tris, 50 mM EDTA. pH 7.4. The cells are dispersed to a 
homogeneous suspension using a high shear mixer. 

The cells are then lysed by passing the solution through a microfluidizer 
(Microfuidics, Corp. or APV Gaulin, Inc.) twice at 4000-6000 psi. The homogenate 
is then mixed with NaCl solution to a final concentration of 0.5 M NaCl, followed by 
centrifugation at 7000 xg for 15 min. The resultant pellet is washed again using 0.5M 
NaCl, 100 mM Tris, 50 mM EDTA, pH 7.4. 

The resulting washed inclusion bodies are solubilized with 1.5 M guanidine 
hydrochloride (GuHCl) for 2-4 hours. After 7000 xg centrifugation for 15 min., the 
pellet is discarded and the polypeptide containing supernatant is incubated at 4 degree 
C overnight to allow further GuHCl extraction. 



WO 00/57903 



PCT/USOO/07525 



219 

Following high speed centrifugation (30,000 xg) to remove insoluble particles, 
the GuHCl solubilized protein is refolded by quickly mixing the GuHCl extract with 
20 volumes of buffer containing 5U mM sodium, pH 4.5, 150 mM NaCl, 2 mM EDTA 
by vigorous stirring. The refolded diluted protein solution is kept at 4 degree C 
without mixing for 12 hours prior to further purification steps. 

To clarify the refolded polypeptide solution, a previously prepared tangential 
filtration unit equipped with 0.16 um membrane filter with appropriate surface area 
(e.g., Filtron), equilibrated with 40 mM sodium acetate, pH 6.0 is employed. The 
filtered sample is loaded onto a cation exchange resin (e.g., Poros HS-50, Perseptive 
Biosystems). The column is washed with 40 mM sodium acetate, pH 6.0 and eluted 
with 250 mM, 500 mM, 1000 mM, and 1500 mM NaCl in the same buffer, in a 
stepwise manner. The absorbance at 280 nm of the effluent is continuously 
monitored. Fractions are collected and further analyzed by SDS-PAGE. 

Fractions containing the polypeptide are then pooled and mixed with 4 
volumes of water. The diluted sample is then loaded onto a previously prepared set of 
tandem columns of strong anion (Poros HQ-50, Perseptive Biosystems) and weak 
anion (Poros CM-20, Perseptive Biosystems) exchange resins. The columns are 
equilibrated with 40 mM sodium acetate, pH 6.0. Both columns are washed with 40 
mM sodium acetate, pH 6.0, 200 mM NaCl. The CM-20 column is then eluted using 
a 10 column volume linear gradient ranging from 0.2 M NaCl. 50 mM sodium 
acetate, pH 6.0 to 1 .0 M NaCl, 50 mM sodium acetate, pH 6.5. Fractions are 
collected under constant A 280 monitoring of the effluent. Fractions containing the 
polypeptide (determined, for instance, by 16% SDS-PAGE) are then pooled. 

The resultant polypeptide should exhibit greater than 95% purity after the 
above refolding and purification steps. No major contaminant bands should be 
observed from Commassie blue stained 16% SDS-PAGE gel when 5 ug of purified 
protein is loaded. The purified protein can also be tested for endotoxin/LPS 
contamination, and typically the LPS content is less than 0.1 ng/ml according to LAL 
assays. 
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Example 7: Cloning and Expression of a Polypeptid e in a BaculovimQ 
Expression System 

In this example, the plasmid shuttle vector pA2 is used to insert a 
polynucleotide into a baculovirus to express a polypeptide. This expression vector 
contains the strong polyhedrin promoter of the Autographa californica nuclear 
polyhedrosis virus (AcMNPV) followed by convenient restriction sites such as 
BamHI, Xba I and Asp718. The polyadenylation site of the simian virus 40 ("SV40") 
is used for efficient polyadenylation. For easy selection of recombinant virus, the 
plasmid contains the beta-galactosidase gene from £ coli under control of a weak 
Drosophila promoter in the same orientation, followed by the polyadenylation signal 
of the polyhedrin gene. The inserted genes are flanked on both sides by viral 
sequences for cell-mediated homologous recombination with wild-type viral DNA to 
generate a viable virus that express the cloned polynucleotide. 

Many other baculovirus vectors can be used in place of the vector above, such 
as pAc373, pVL941, and pAcIMl. as one skilled in the art would readily appreciate, 
as long as the construct provides appropriately located signals for transcription, 
translation, secretion and the like, including a signal peptide and an in-frame AUG as 
required. Such vectors are described, for instance, in Luckow et al., Virology 170:31- 
39(1989). 

Specifically, the cDNA sequence contained in the deposited clone, including 
the AUG initiation codon and the naturally associated leader sequence identified in 
Table 1, is amplified using the PCR protocol described in Example 1. If the naturally 
occurring signal sequence is used to produce the secreted protein, the pA2 vector does 
not need a second signal peptide. Alternatively, the vector can be modified (pA2 GP) 
to include a baculovirus leader sequence, using the standard methods described in 
Summers et al. t "A Manual of Methods for Baculovirus Vectors and Insect Cell 
Culture Procedures," Texas Agricultural Experimental Station Bulletin No. 1555 
(1987). 

The amplified fragment is isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean," BIO 101 Inc., La Jolla, Ca.). The fragment 
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then is digested with appropriate restriction enzymes and again purified on a 1% 
agarose gel. 

The plasmid is digested with the corresponding restriction enzymes and 
optionally, can be dephosphorylated using calf intestinal phosphatase, using routine 
procedures known in the art. The DNA is then isolated from a 1 % agarose gel using a 
commercially available kit ("Geneclean" BIO 101 Inc., La Jolla, Ca.). 

The fragment and the dephosphorylated plasmid are ligated together with T4 
DNA ligase. E. coli HB 101 or other suitable E. coli hosts such as XL-1 Blue 
(Stratagene Cloning Systems, La Jolla, CA) cells are transformed with the ligation 
mixture and spread on culture plates. Bacteria containing the plasmid are identified 
by digesting DNA from individual colonies and analyzing the digestion product by 
gel electrophoresis. The sequence of the cloned fragment is confirmed by DNA 
sequencing. 

Five ug of a plasmid containing the polynucleotide is co-transfected with 1.0 
ug of a commercially available linearized baculovirus DNA ("BaculoGold™ 
baculovirus DNA", Pharmingen, San Diego, CA), using the lipofection method 
described by Feigner et al., Proc. Natl. Acad. Sci. USA 84:7413-7417 (1987). One ug 
of BaculoGold™ virus DNA and 5 ug of the plasmid are mixed in a sterile well of a 
microtiter plate containing 50 ul of serum-free Grace's medium (Life Technologies 
Inc., Gaithersburg, MD). Afterwards, 10 ul Lipofectin plus 90 ul Grace s medium are 
added, mixed and incubated for 15 minutes at room temperature. Then the 
transfection mixture is added drop-wise to Sf9 insect cells (ATCC CRL 1711) seeded 
in a 35 mm tissue culture plate with 1 ml Grace's medium without serum. The plate is 
then incubated for 5 hours at 27 degrees C. The transfection solution is then removed 
from the plate and 1 ml of Grace's insect medium supplemented with 10% fetal calf 
serum is added. Cultivation is then continued at 27 degrees C for four days. 

After four days the supernatant is collected and a plaque assay is performed, 
as described by Summers and Smith, supra. An agarose gel with "Blue Gal" (Life 
Technologies Inc., Gaithersburg) is used to allow easy identification and isolation of 
gal-expressing clones, which produce blue-stained plaques. (A detailed description of 
a "plaque assay" of this type can also be found in the user's guide for insect cell 
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culture and baculovirology distributed by Life Technologies Inc., Gaithersburg, page 
9-10.) After appropriate incubation, blue stained plaques are picked with the tip of a 
micropipettor (e.g., Eppendorf). The agar containing the recombinant viruses is then 
resuspended in a microcentrifuge tube containing 200 ul of Grace's medium and the 
5 suspension containing the recombinant baculovirus is used to infect Sf9 cells seeded 
in 35 mm dishes. Four days later the supernatants of these culture dishes are 
harvested and then they are stored at 4 degree C. 

To verify the expression of the polypeptide, Sf9 cells are grown in Grace's 
medium supplemented with 10% heat-inactivated FBS. The cells are infected with 

10 the recombinant baculovirus containing the polynucleotide at a multiplicity of 

infection ("MOI") of about 2. If radiolabeled proteins are desired, 6 hours later the 
medium is removed and is replaced with SF900 II medium minus methionine and 
cysteine (available from Life Technologies Inc., Rockville, MD). After 42 hours, 5 
uCi of 35 S-methionine and 5 uCi vs S-cysteine (available from Amersham) are added. 

15 The cells are further incubated for 16 hours and then are harvested by centrifugation. 
The proteins in the supernatant as well as the intracellular proteins are analyzed by 
SDS-PAGE followed by autoradiography (if radiolabeled). 

Microsequencing of the amino acid sequence of the amino terminus of 
purified protein may be used to determine the amino terminal sequence of the 

20 produced protein. 

Example 3; Expressppn Qf a Polyp e pt ide in M ammalian Cells 

The polypeptide of the present invention can be expressed in a mammalian 
cell. A typical mammalian expression vector contains a promoter element, which 
mediates the initiation of transcription of mRNA, a protein coding sequence, and 
25 signals required for the termination of transcription and polyadenylation of the 

transcript. Additional elements include enhancers, Kozak sequences and intervening 
sequences flanked by donor and acceptor sites for RNA splicing. Highly efficient 
transcription is achieved with the early and late promoters from SV40, the long 
terminal repeats (LTRs) from Retroviruses, e.g., RS V, HTLVI. HIVI and the early 
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promoter of the cytomegalovirus (CMV). However, cellular elements can also be 
used (e.g., the human actin promoter). 

Suitable expression vectors for use in practicing the present invention include, 
for example, vectors such as pS VL and pMSG (Pharmacia, Uppsala, Sweden), 
5 pRSVcat (ATCC 37152), pSV2dhfr (ATCC 37146), pBC12MI (ATCC 67109), 
pCMVSport 2.0, and pCMVSport 3.0. Mammalian host cells that could be used 
include, human Hela, 293, H9 and Jurkat cells, mouse NIH3T3 and C127 cells, Cos 1, 
Cos 7 and CV1, quail QCl-3 cells, mouse L cells and Chinese hamster ovary (CHO) 
cells. 

10 "Alternatively, the polypeptide can be expressed in stable cell lines containing 

the polynucleotide integrated into a chromosome. The co-transfection with a 
selectable marker such as dhfr, gpt, neomycin, hygromycin allows the identification 
and isolation of the transfected cells. 

The transfected gene can also be amplified to express large amounts of the 

15 encoded protein. The DHFR (dihydrofolate reductase) marker is useful in developing 
cell lines that carry several hundred or even several thousand copies of the gene of 
interest. (See, e.g., Alt, F. W.. et al., J. Biol. Chem. 253:1357-1370 (1978); Hamlin, J. 
L. and Ma, C, Biochem. et Biophys. Acta, 1097:107-143 (1990); Page, M. J. and 
Sydenham, M. A., Biotechnology 9:64-68 (1991).) Another useful selection marker 

20 is the enzyme glutamine synthase (GS) (Murphy et al., Biochem J. 227:277-279 

(1991); Bebbington et al., Bio/Technology 10:169-175 (1992). Using these markers, 
the mammalian cells are grown in selective medium and the cells with the highest 
resistance are selected. These cell lines contain the amplified gene(s) integrated into a 
chromosome. Chinese hamster ovary (CHO) and NSO cells are often used for the 

25 production of proteins. 

Derivatives of the plasmid pSV2-dhfr (ATCC Accession No. 37146), the 
expression vectors pC4 (ATCC Accession No. 209646) and pC6 (ATCC Accession 
No.209647) contain the strong promoter (LTR) of the Rous Sarcoma Virus (Cullen et 
al., Molecular and Cellular Biology, 438-447 (March, 1985)) plus a fragment of the 

30 CMV-enhancer (Boshart et al.. Cell 41:521-530 (1985).) Multiple cloning sites, e.g., 
with the restriction enzyme cleavage sites BamHI, Xbal and Asp718, facilitate the 
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cloning of the gene of interest. The vectors also contain the 3' intron, the 
polyadenylation and termination signal of the rat preproinsulin gene, and the mouse 
DHFR gene under control of the S V40 early promoter. 

Specifically, the plasmid pC6, for example, is digested with appropriate 
5 restriction enzymes and then dephosphorylated using calf intestinal phosphates by 
procedures known in the art. The vector is then isolated from a 1% agarose gel 

A polynucleotide of the present invention is amplified according to the 
protocol outlined in Example 1. If the naturally occurring signal sequence is used to 
produce the secreted protein, the vector docs not need a second signal peptide. 
10 Alternatively, if the naturally occurring signal sequence is not used, the vector can be 
modified to include a heterologous signal sequence. (See, e.g., WO 96/34891.) 

The amplified fragment is isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean/' BIO 101 Inc., La Jolla, Ca.). The fragment 
then is digested with appropriate restriction enzymes and again purified on a 1% 
15 agarose gel. 

The amplified fragment is then digested with the same restriction enzyme and 
purified on a 1% agarose gel.- The isolated fragment and the dephosphorylated vector 
are then ligated with T4 DNA ligase. £ a?// HB101 orXL-1 Blue cells are then 
transformed and bacteria are identified that contain the fragment inserted into plasmid 
20 pC6 using, for instance, restriction enzyme analysis. 

Chinese hamster ovary cells lacking an active DHFR gene is used for 
transfection. Five fig of the expression plasmid pC6 a pC4 is cotransfected with 0.5 
ug of the plasmid pS Vneo using lipofectin (Feigner et aL, supra). The plasmid pSV2- 
neo contains a dominant selectable marker, the neo gene from Tn5 encoding an 
25 enzyme that confers resistance to a group of antibiotics including G4 1 8. The cells are 
seeded in alpha minus MEM supplemented with 1 mg/mi G418. After 2 days, the 
cells are trypsinized and seeded in hybridoma cloning plates (Greiner, Germany) in 
alpha minus MEM supplemented with 10, 25. or 50 ng/ml of metothrexate plus 1 
mg/ml G418. After about 10-14 days single clones are trypsinized and then seeded in 
30 6-well petri dishes or 10 ml flasks using different concentrations of methotrexate (50 
nM, 100 nM, 200 nM, 400 nM, 800 nM). Clones growing at the highest 
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concentrations of methotrexate are then transferred to new 6-well plates containing 
even higher concentrations of methotrexate (1 uM, 2 uM, 5 uM, 10 mM, 20 mM). 
The same procedure is repeated until clones are obtained which grow at a 
concentration of 100 - 200 uM. Expression of the desired gene product is analyzed, 
5 for instance, by SDS-PAGE and Western blot or by reversed phase HPLC analysis. 

Example 9: Protein Fusions 

The polypeptides of the present invention are preferably fused to other 
proteins. These fusion proteins can be used for a variety of applications. For 
10 example, fusion of the present polypeptides to His-tag, HA-tag, protein A, IgG 
domains, and maltose binding protein facilitates purification. (See Example 5; see 
also EP A 394,827; Traunecker. et al M Nature 331:84-86 (1988).) Similarly, fusion to 
IgG-1, IgG-3, and albumin increases the halflife time in vivo. Nuclear localization 
signals fused to the polypeptides of the present invention can target the protein to a 
15 specific subcellular localization, while covalent heterodimer or homodimers can 
increase or decrease the activity of a fusion protein. Fusion proteins can also create 
chimeric molecules having more than one function. Finally, fusion proteins can 
increase solubility and/or stability of the fused protein compared to the non-fused 
protein. All of the types of fusion proteins described above can be made by 
modifying the following protocol, which outlines the fusion of a polypeptide to an 
IgG molecule, or the protocol described in Example 5. 

Briefly, the human Fc portion of the IgG molecule can be PCR amplified, 
using primers that span the 5' and 3' ends of the sequence described below. These 
primers also should have convenient restriction enzyme sites that will facilitate 
cloning into an expression vector, preferably a mammalian expression vector. 

For example, if pC4 (Accession No. 209646) is used, the human Fc portion 
can be ligated into the BamHI cloning site. Note that the 3' BamHI site should be 
destroyed. Next, the vector containing the human Fc portion is re-restricted with 
BamHI, linearizing the vector, and a polynucleotide of the present invention, isolated 
by the PCR protocol described in Example 1, is ligated into this BamHI site. Note 
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that the polynucleotide is cloned without a stop codon, otherwise a fusion protein will 
not be produced. 

If the naturally occurring signal sequence is used to produce the secreted 
protein, pC4 does not need a second signal peptide. Alternatively, if the naturally 
5 occurring signal sequence is not used, the vector can be modified to include a 
heterologous signal sequence. (See, e.g., WO 96/34891.) 

Human IgG Fc region: 

GGGATCCGGAGCCCAAATCTTCTGACAAAACTCACACATGCCCACCGTGC 
10 CCAGCACCTGAATTCGAGGGTGCACCGTCAGTCTTCCTCTTCCCCCCAAAA 
CCCAAGGACACCCTCATGATCTCCCGGACTCCTGAGGTCACATGCGTGGT 
GGTGGACGTAAGCCACGAAGACCCTGAGGTCAAGTTCAACTGGTACGTGG 
ACGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGGGAGGAGCAGTA 
CAACAGCACGTACCGTGTGGTCAGCGTCCTCACCGTCCTGCACCAGGACT 
15 GGCTGAATGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGCCCTCCCA 
ACCCCCATCGAGAAAACCATCTCCAAAGCCAAAGGGCAGCCCCGAGAAC 
CACAGGTGTACACCCTGCCCCCATCCCGGGATGAGCTGACCAAGAACCAG 
GTCAGCCTGACCTGCCTGGTCAAAGGCTTCTATCCAAGCGACATCGCCGT 
GGAGTGGGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCACGCCT 
20 CCCGTGCTGGACTCCGACGGCTCCTTCTTCCTCTACAGCAAGCTCACCGTG 
GACAAGAGCAGGTGGCAGCAGGGGAACGTCTTCTCATGCTCCGTGATGCA 
TGAGGCTCTGCACAACCACTACACGCAGAAGAGCCTCTCCCTGTCTCCGG 
GTAAATGAGTGCGACGGCCGCGACTCTAGAGGAT (SEQ ID NO:l) 

25 Example 1 0: Production of an Antibody from a Polypeptide 

The antibodies of the present invention can be prepared by a variety of 
methods. (See, Current Protocols, Chapter 2.) As one example of such methods, cells 
expressing a polypeptide of the present invention is administered to an animal to 
induce the production of sera containing polyclonal antibodies. In a preferred 
30 method, a preparation of the secreted protein is prepared and purified to render it 
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substantially free of natural contaminants. Such a preparation is then introduced into 
an animal in order to produce polyclonal antisera of greater specific activity. 

In the most preferred method the antibodies of the present invention are 
monoclonal antibodies (or protein binding fragments thereof). Such monoclonal 
antibodies can be prepared using hybridoma technology. (Kohler et ah, Nature 
256:495 (1975); Kohler et al., Eur. J. Immunol. 6:51 1 (1976); Kohler et al., Eur. J. 
Immunol. 6:292 (1976); Hammerling et al., in: Monoclonal Antibodies and T-Cell 
Hybridomas, Elsevier, N.Y., pp. 563-681 (1981).) In general, such procedures 
involve immunizing an animal (preferably a mouse) with polypeptide or, more 
preferably, with a secreted polypeptide-expressing cell. Such cells may be cultured in 
any suitable tissue culture medium: however, it is preferable to culture cells in Earle's 
modified Eagle's medium supplemented with 10% fetal bovine serum (inactivated at 
about 56 degrees C), and supplemented with about 10 g/1 of nonessential amino acids, 
about 1.000 U/ml of penicillin, and about 100 ug/ml of streptomycin. 

The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Any suitable myeloma cell line may be employed in accordance with the 
present invention; however, it is preferable to employ the parent myeloma cell line 
(SP20). available from the ATCC. After fusion, the resulting hybridoma cells are 
selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands et al. (Gastroenterology 80:225-232 (1981).) The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 
secrete antibodies capable of binding the polypeptide. 

Alternatively, additional antibodies capable of binding to the polypeptide can 
be produced in a two-step procedure using anti-idiotypic antibodies. Such a method 
makes use of the fact that antibodies are themselves antigens, and therefore, it is 
possible to obtain an antibody which binds to a second antibody. In accordance with 
this method, protein specific antibodies are used to immunize an animal, preferably a 
mouse. The splenocytes of such an animal are then used to produce hybridoma cells, 
and the hybridoma cells are screened to identify clones which produce an antibody 
whose ability to bind to the protein-specific antibody can be blocked by the 
polypeptide. Such antibodies comprise anti-idiotypic antibodies to the protein- 
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specific antibody and can be used to immunize an animal to induce formation of 
further protein-specific antibodies. 

It will be appreciated that Fab and F(ab')2 and other fragments of the 
antibodies of the present invention may be used according to the methods disclosed 
5 herein. Such fragments are typically produced by proteolytic cleavage, using 
enzymes such as papain (to produce Fab fragments) or pepsin (to produce F(ab')2 
fragments). Alternatively, secreted protein-binding fragments can be produced 
through the application of recombinant DNA technology or through synthetic 
chemistry. 

10 For in vivo use of antibodies in humans, it may be preferable to use 

"humanized" chimeric monoclonal antibodies. Such antibodies can be produced 
using genetic constructs derived from hybridoma cells producing the monoclonal 
antibodies described above. Methods for producing chimeric antibodies are known in 
the art. (See, for review, Morrison, Science 229: 1202 (1985); Oi et al., 
15 BioTechniques 4:214 (1986); Cabilly et ah, U.S. Patent No. 4,816,567; Taniguchi et 
al., EP 171496; Morrison et al., EP 173494; Neuberger et al., WO 8601533; Robinson 
et al., WO 8702671; Boulianneet al.. Nature 312:643 (1984); Neuberger et al., Nature 
314:268(1985).) 

Example \ 1 : Produc tion Of Secreted Protein For High-Throughput Seining 
Assays 

The following protocol produces a supernatant containing a polypeptide to be 
tested. This supernatant can then be used in the Screening Assays described in 
Examples 13-20. 

First, dilute Poly-D-Lysine (644 587 Boehringer-Mannheim) stock solution 
(Img/ml in PBS) 1:20 in PBS (w/o calcium or magnesium 17-516F Biowhittaker) for 
a working solution of 50ug/ml. Add 200 ul of this solution to each well (24 well 
plates) and incubate at RT for 20 minutes. Be sure to distribute the solution over each 
well (note: a 12-channel pipetter may be used with tips on every other channel). 
Aspirate off the Poly-D-Lysine solution and rinse with 1ml PBS (Phosphate Buffered 
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Saline). The PBS should remain in the well until just prior to plating the cells and 
plates may be poly-lysine coated in advance for up to two weeks. 

Plate 293T cells (do not carry cells past P+20) at 2 x 10 5 cells/well in .5ml 
DMEM(Dulbecco's Modified Eagle Medium)(with 4.5 G/L glucose and L-glutamine 
(12-604FBiowhittaker))/10% heat inactivated FBS(14-503F Biowhittaker)/lx 
Penstrep(17-602E Biowhittaker). Let the cells grow overnight. 

The next day, mix together in a sterile solution basin: 300 ul Lipofectamine 
(18324-012 Gibco/BRL) and 5ml Optimem I (31985070 Gibco/BRL)/96-well plate. 
With a small volume multi-channel pipetter, aliquot approximately 2ug of an 
expression vector containing a polynucleotide insert, produced by the methods 
described in Examples 8 or 9. into an appropriately labeled 96-well round bottom 
plate. With a multi-channel pipetter, add 50ul of the Lipofectamine/Optimem 1 
mixture to each well. Pipette up and down gently to mix. Incubate at RT 15-45 
minutes. After about 20 minutes, use a multi-channel pipetter to add 150ul Optimem 
I to each well. As a control, one plate of vector DNA lacking an insert should be 
transfected with each set of transfections. 

Preferably, the transaction should be performed by tag-teaming the following 
tasks. By tag-teaming, hands on time is cut in half, and the cells do not spend too 
much time on PBS. First, person A aspirates off the media from four 24- well plates 
of cells, and then person B rinses each well with .5- lml PBS. Person A then aspirates 
off PBS rinse, and person B, using al2-channel pipetter with tips on every other 
channel, adds the 200ul of DN A/Lipofectamine/Optimem I complex to the odd wells 
first, then to the even wells, to each row on the 24-well plates. Incubate at 37 degrees 
C for 6 hours. 

While cells are incubating, prepare appropriate media, either 1%BSA in 
DMEM with lx penstrep, or CHO-5 media (1 16.6 mg/L of CaC12 (anhyd); 0.00130 
mg/L CuS0 4 -5H 2 0; 0.050 mg/L of Fe(NO ? ) 3 -9H : 0; 0.417 mg/L of FeS0 4 -7H 2 0; 
31 1.80 mg/L of Kcl; 28.64 mg/L of MgCL; 48.84 mg/L of MgS0 4 ; 6995.50 mg/L of 
NaCl; 2400.0 mg/L of NaHC0 3 ; 62.50 mg/L of NaH 2 PO 4 -H : 0; 7 1 .02 mg/L of 
Na 2 HP04; .4320 mg/L of ZnS0 4 -7H 2 0; .002 mg/L of Arachidonic Acid ; 1.022 mg/L 
of Cholesterol; .070 mg/L of DL-alpha-Tocopherol- Acetate; 0.0520 mg/L of Linoleic 
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Acid; 0.010 mg/L of Linolenic Acid; 0.010 mg/L of Myristic Acid; 0.010 mg/L of 
Oleic Acid; 0.010 mg/L of Palmitric Acid; 0.010 mg/L of Palmitic Acid; 100 mg/L of 
Pluronic F-68; 0.010 mg/L of Stearic Acid; 2.20 mg/L of Tween 80; 4551 mg/L of D- 
Glucose: 130.85 mg/ml of L- Alanine: 147.50 mg/ml of L-Arginine-HCL; 7.50 mg/ml 
5 of L-Asparagine-H,0; 6.65 mg/ml of L-Aspartic Acid; 29.56 mg/ml of L-Cystine- 
2HCL-H 2 0: 31.29 mg/ml of L-Cystine-2HCL; 7.35 mg/ml of L-Glutamic Acid; 365.0 
mg/ml of L-Glutamine; 18.75 mg/ml of Glycine; 52.48 mg/ml of L-Histidine-HCL- 
H 2 0; 106.97 mg/mJ of L-Isoleucine; 1 1 1.45 mg/ml of L-Leucine; 163.75 mg/ml of L- 
Lysine HCL; 32.34 mg/ml of L-Methionine: 68.48 mg/ml of L-Phenylalainine: 40.0 
10 mg/ml of L-Proline; 26.25 mg/ml of L-Serine; 101.05 mg/ml of L-Threonine; 19.22 
mg/ml of L-Tiyptophan; 91.79 mg/ml of L-Tryrosine-2Na-2H 2 0; 99.65 mg/ml of L- 
Valine: 0.0035 mg/L of Biotin; 3.24 mg/L of D-Ca Pantothenate; 1 1.78 mg/L of 
Choline Chloride; 4.65 mg/L of Folic Acid: 15.60 mg/L of i-Inositol; 3.02 mg/L of 
Niacinamide; 3.00 mg/L of Pyridoxal HCL; 0.031 mg/L of Pyridoxine HCL; 0.319 
15 mg/L of Riboflavin; 3.17 mg/L of Thiamine HCL; 0.365 mg/L of Thymidine: and 
0.680 mg/L of Vitamin B, 2 ; 25 mM of HEPES Buffer: 2.39 mg/L of Na 
Hypoxanthine; 0.105 mg/L of Lipoic Acid; 0.081 mg/L of Sodium Putrescine-2HCL; 
55.0 mg/L of Sodium Pyruvate; 0.0067 mg/L of Sodium Selenite; 20uM of 
Ethanolamine; 0.122 mg/L of Ferric Citrate: 41.70 mg/L of Methyl-B-Cyclodextrin 
complexed with Linoleic Acid; 33.33 mg/L of Methyl-B-Cyclodextrin complexed 
with Oleic Acid: and 10 mg/L of Methyl-B-Cyclodextrin complexed with Retinal) 
with 2mm glutamine and lx penstrep. (BSA (81-068-3 Bayer) lOOgm dissolved in 1L 
DMEM for a 10% BSA stock solution). Filler the media and collect 50 ul for 
endotoxin assay in 15ml polystyrene conical. 

The transfection reaction is terminated, preferably by tag-teaming, at the end 
of the incubation period. Person A aspirates off the transfection media, while person 
B adds 1.5ml appropriate media to each well. Incubate at 37 degrees C for 45 or 72 
hours depending on the media used: 1 %BS A for 45 hours or CHO-5 for 72 hours. 

On day four, using a 300ul multichannel pipetter, aliquot 600ul in one 1ml 
deep well plate and the remaining supernatant into a 2ml deep well. The supematants 
from each well can then be used in the assays described in Examples 13-20. 
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It is specifically understood that when activity is obtained in any of the assays 
described below using a supernatant, the activity originates from either the 
polypeptide directly (e.g., as a secreted protein) or by the polypeptide inducing 
expression of other proteins, which are then secreted into the supernatant. Thus, the 
invention further provides a method of identifying the protein in the supernatant 
characterized by an activity in a particular assay. 
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Example 12: Construction of GAS Impor t er Cnnstmrt 

One signal transduction pathway involved in the differentiation and 
proliferation of cells is called the Jaks-STATs pathway. Activated proteins in the 
Jaks-STATs pathway bind to gamma activation site "GAS" elements or interferon- 
sensitive responsive element ("ISRE"), located in the promoter of many genes. The 
binding of a protein to these elements alter the expression of the associated gene. 

GAS and ISRE elements are recognized by a class of transcription factors 
called Signal Transducers and Activators of Transcription, or "STATs." There are six 
members of the STATs family. Stall and Stat3 are present in many cell types, as is 
Stat2 (as response to IFN-alpha is widespread). Stat4 is more restricted and is not in 
many cell types though it has been found in T helper class I, cells after treatment with 
IL-12. Stat5 was originally called mammary growth factor, but has been found at 
higher concentrations in other cells including myeloid cells. It can be activated in 
tissue culture cells by many cytokines. 

The STATs are activated to translocate from the cytoplasm to the nucleus 
upon tyrosine phosphorylation by a set of kinases known as the Janus Kinase ("Jaks") 
family. Jaks represent a distinct family of soluble tyrosine kinases and include Tyk2, 
Jakl, Jak2, and Jak3. These kinases display significant sequence similarity and are 
generally catalytically inactive in resting cells. 

The Jaks are activated by a wide range of receptors summarized in the Table 
below. (Adapted from review by Schidler and Darnell, Ann. Rev. Biochem. 64:621- 
51 (1995).) A cytokine receptor family, capable of activating Jaks, is divided into two 
groups: (a) Class 1 includes receptors for IL-2. IL-3. IL-4, IL-6, EL-7, IL-9, IL- 11, IL- 
12, IL-15. Epo, PRL, GH, G-CSF, GM-CSF. LIF, CNTF, and thrombopoietin: and (b) 
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Class 2 includes IFN-a, IFN-g, and IL-IO. The Class 1 receptors share a conserved 
cysteine motif (a set of four conserved cysteines and one tryptophan) and a WSXWS 
motif (a membrane proximal region encoding Trp-Ser-Xxx-Trp-Ser (SEQ ID NO:2)). 
Thus, on binding of a ligand to a receptor, Jaks are activated, which in turn 
5 activate STATs. which then translocate and bind to GAS elements. This entire 
process is encompassed in the Jaks-STATs signal transduction pathway. 

Therefore, activation of the Jaks-STATs pathway, reflected by the binding of 
the GAS or the ISRE element, can be used to indicate proteins involved in the 
proliferation and differentiation of cells. For example, growth factors and cytokines 
10 are known to activate the Jaks-STATs pathway. (See Table below.) Thus, by using 
GAS elements linked to reporter molecules, activators of the Jaks-STATs pathway 
can be identified. 
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To construct a synthetic GAS containing promoter element, which is used in 
the Biological Assays described in Examples 13-14, a PCR based strategy is 
employed to generate a GAS-SV40 promoter sequence. The 5' primer contains four 
tandem copies of the GAS binding site found in the IRF1 promoter and previously 
5 demonstrated to bind STATs upon induction with a range of cytokines (Rothman et 
al., Immunity 1:457-468 (1994).), although other GAS or ISRE elements can be used 
instead. The 5' primer also contains 18bp of sequence complementary to the SV40 
early promoter sequence and is flanked with an Xhol site. The sequence of the 5' 
primer is: 

10 5 ' ^GCGCCTCG AG ATTTCCCCG A A ATCT AG ATTTCCCCG A A ATG ATTTCCCC 
GAAATGATTTCCCCGAAATATCTGCCATCTCAATTAG^' (SEQ ID NO:3) 

The downstream primer is complementary to the S V40 promoter and is 
flanked with a Hind III site: 5\GCGGCAAGCTTTTTGCAAAGCCTAGGC:3' 
(SEQ ID NO:4) 

15 PCR amplification is performed using the SV40 promoter template present in 

the B-gal:promoter plasmid obtained from Clontech. The resulting PCR fragment is 
digested with Xhol/Hind in and subcloned into BLSK2-. (Stratagene.) Sequencing 
with forward and reverse primers confirms that the insert contains the following 
sequence: 

20 S^CTOGAGATTTCCCCGAAATCTAGATTTCCCCGAAATGATTTCCCCGAAA 
TGATTTCCCCGAAATATCTGCCATCTCAATTAGTCAGCAACCATAGTCCCG 
CCCCTAACrCCGCCCATCCCGCCCCTAACrCCGCCCAGTTCCGCCCATTCT 
CCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCC 
TCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTT^ 

25 AGGCTTTTGCAAA AAGCTT :3 ' (SEQIDNO:5) 

With this GAS promoter element linked to the S V40 promoter, a GAS:SEAP2 
reporter construct is next engineered. Here, the reporter molecule is a secreted 
alkaline phosphatase, or "SEAP." Clearly, however, any reporter molecule can be 
instead of SEAP, in this or in any of the other Examples. Well known reporter 

30 molecules that can be used instead of SEAP include chloramphenicol 
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acetyltransferase (CAT), luciferase, alkaline phosphatase, B-galactosidase, green 
fluorescent protein (GFP), or any protein detectable by an antibody. 

The above sequence confirmed synthetic GAS-S V40 promoter element is 
subcloned into the pSEAP-Promoter vector obtained from Clontech using Hindin and 
Xhol, effectively replacing the SV40 promoter with the amplified GAS:S V40 
promoter element, to create the GAS-SEAP vector. However, this vector does not 
contain a neomycin resistance gene, and therefore, is not preferred for mammalian 
expression systems. 

Thus, in order to generate mammalian stable cell lines expressing the GAS- 
SEAP reporter, the GAS-SEAP cassette is removed from the GAS-SEAP vector using 
Sail and NotI, and inserted into a backbone vector containing the neomycin resistance 
gene, such as pGFP-1 (Clontech), using these restriction sites in the multiple cloning 
site, to create the GAS-SEAP/Neo vector. Once this vector is transfected into 
mammalian cells, this vector can then be used as a reporter molecule for GAS binding 
as described in Examples 13-14. 

Other constructs can be made using the above description and replacing GAS 
with a different promoter sequence. For example, construction of reporter molecules 
containing NFK-B and EGR promoter sequences are described in Examples 15 and 
16. However, many other promoters can be substituted using the protocols described 
in these Examples. For instance, SRE, IL-2, NFAT, or Osteocalcin promoters can be 
substituted, alone or in combination (e.g., GAS/NF-KB/EGR, GAS/NF-KB, II- 
2/NFAT, or NF-KB/GAS). Similarly, other cell lines can be used to test reporter 
constnict activity, such as HELA (epithelial), HUVEC (endothelial), Reh (B-cell), 
Saos-2 (osteoblast), HUVAC (aortic), or Cardiomyocyte. 

Etmvk 13; High-Throughput Sereni ng Assay for T-cell Activity. 

The following protocol is used to assess T-cell activity by identifying factors, 
and determining whether supernate containing a polypeptide of the invention 
proliferates and/or differentiates T-cells. T-cell activity is assessed using the 
GAS/SEAP/Neo construct produced in Example 12. Thus, factors that increase SEAP 
activity indicate the ability to activate the Jaks-STATS signal transduction pathway. 
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The T-cell used in this assay is Jurkat T-cells (ATCC Accession No. TIB- 152), 
although Molt-3 cells (ATCC Accession No. CRL-1552) and Molt-4 cells (ATCC 
Accession No. CRL-1582) cells can also be used. 

Jurkat T-cells are lymphoblastic CD4+ Thl helper cells. In order to generate 
stable cell lines, approximately 2 million Jurkat cells are transfected with the GAS- 
SEAP/neo vector using DMRIE-C (Life Technologies)(transfection procedure 
described below). The transfected cells are seeded to a density of approximately 
20,000 cells per well and transfectants resistant to 1 mg/ml genticin selected. 
Resistant colonies are expanded and then tested for their response to increasing 
concentrations of interferon gamma. The dose response of a selected clone is 
demonstrated. 

Specifically, the following protocol will yield sufficient cells for 75 wells 
containing 200 ul of cells. Thus, it is either scaled up, or performed in multiple to 
generate sufficient cells for multiple 96 well plates. Jurkat cells are maintained in 
RPMI + 10% serum with l%Pen-Strep. Combine 2.5 mis of OPTI-MEM (Life 
Technologies) with 10 ug of plasmid DNA in a T25 flask. Add 2.5 ml OPTI-MEM 
containing 50 ul of DMRIE-C and incubate at room temperature for 15-45 mins. 

During the incubation period, count cell concentration, spin down the required 
number of cells (10 7 per transfection), and resuspend in OPTI-MEM to a final 
concentration of 10 7 cells/ml. Then add 1ml of 1 x 10 7 cells in OPTI-MEM to T25 
flask and incubate at 37 degrees C for 6 hrs. After the incubation, add 10 ml of RPMI 
+ 15% serum. 

The Jurkat:GAS-SEAP stable reporter lines are maintained in RPMI + 10% 
serum, 1 mg/ml Genticin, and 1% Pen-Strep. These cells are treated with 
supernatants containing polypeptides of the invention and/or induced polypeptides of 
the invention as produced by the protocol described in Example 1 1. 

On the day of treatment with the supernatant, the cells should be washed and 
resuspended in fresh RPMI + 10% serum to a density of 500,000 cells per ml. The 
exact number of cells required will depend on the number of supernatants being 
screened. For one 96 well plate, approximately 10 million cells (for 10 plates, 100 
million cells) are required. 
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Transfer the cells to a triangular reservoir boat, in order to dispense the cells 
into a 96 well dish, using a 12 channel pipette. Using a 12 channel pipette, transfer 
200 ul of cells into each well (therefore adding 100, 000 cells per well). 

After all the plates have been seeded, 50 ul of the supernatants are transferred 
5 directly from the 96 well plate containing the supernatants into each well using a 12 
channel pipette. In addition, a dose of exogenous interferon gamma (0.1, 1.0, 10 ng) 
is added to wells H9, H10, and HI 1 to serve as additional positive controls for the 
assay. 

The 96 well dishes containing Jurkat cells treated with supernatants are placed 
10 in an incubator for 48 hrs (note: this time is variable between 48-72 hrs). 35 ul 
samples from each well are then transferred to an opaque 96 well plate using a 12 
channel pipette. The opaque plates should be covered (using sellophene covers) and 
stored at -20 degrees C until SEAP assays are performed according to Example 17. 
The plates containing the remaining treated cells are placed at 4 degrees C and serve 
15 as a source of material for repeating the assay on a specific well if desired. 

As a positive control, 100 Unit/ml interferon gamma can be used which is 
known to activate Jurkat T cells. Over 30 fold induction is typically observed in the 
positive control wells. 

The above protocol may be used in the generation of both transient, as well as, 
20 stable transfected cells, which would be apparent to those of skill in the art. 

Example 14: High-Throughput Screening Assay Identify i ng Myeloid Artivity 

The following protocol is used to assess myeloid activity by determining 
whether polypeptides of the invention proliferates and/or differentiates myeloid cells. 
15 Myeloid cell activity is assessed using the GAS/SEAP/Neo construct produced in 
Example 12. Thus, factors that increase SEAP activity indicate the ability to activate 
the Jaks-STATS signal transduction pathway. The myeloid cell used in this assay is 
U937, a pre-monocyte cell line, although TF-1, HL60. or KG1 can be used. 
To transiently transfect U937 cells with the GAS/SEAP/Neo construct 
0 produced in Example 12, a DEAE-Dextran method (Kharbanda eL al„ 1994, Cell 
Growth & Differentiation, 5:259-265) is used. First, harvest 2xl0e 7 U937 cells and 



WO 00/57903 



PCI7USQ0/07525 



238 

wash with PBS. The U937 cells are usually grown in RPMI 1640 medium containing 
10% heat-inactivated fetal bovine serum (FBS) supplemented with 100 units/ml 
penicillin and 100 mg/ml streptomycin. 

Next, suspend the cells in 1 ml of 20 mM Tris-HCl (pH 7.4) buffer containing 
5 0.5 mg/ml DEAE-Dextran, 8 ug GAS-SEAP2 plasmid DNA, 140 mM NaCl, 5 mM 
KCl 375 uM Na 2 HP0 4 .7H 2 0, 1 mM MgCl2, and 675 uM CaCl 2 . Incubate at 37 
degrees C for 45 min. 

Wash the cells with RPMI 1640 medium containing 10% FBS and then 
resuspend in 10 ml complete medium and incubate at 37 degrees C for 36 hr. 
10 The GAS-SEAP/U937 stable cells are obtained by growing the cells in 400 

ug/ml G418. The G418-free medium is used for routine growth but every one to two 
months, the cells should be re-grown in 400 ug/ml G41 8 for couple of passages. 

These cells are tested by harvesting IxlO 8 cells (this is enough for ten 96- well 
plates assay) and wash with PBS. Suspend the cells in 200 ml above described 
15 growth medium, with a final density of 5x1 0 5 cells/ml. Plate 200 ul cells per well in 
the 96-well plate (or 1x10 s cells/well). 

Add 50 ul of the supernatant prepared by the protocol described in Example 
11. Incubate at 37 degrees C for 48 to 72 hr. As a positive control, 100 Unit/ml 
interferon gamma can be used which is known to activate U937 cells. Over 30 fold 
20 induction is typically observed in the positive control wells. SEAP assay the 
supernatant according to the protocol described in Example 17. 

Example 15: Hiph-Throughput Screening As say Identifying Neuronal Activity, 
When cells undergo differentiation and proliferation, a group of genes are 
25 activated through many different signal transduction pathways. One of these genes, 
EGR1 (early growth response gene 1), is induced in various tissues and cell types 
upon activation. The promoter of EGR1 is responsible for such induction. Using the 
EGR1 promoter linked to reporter molecules, activation of cells can be assessed. 

Particularly, the following protocol is used to assess neuronal activity in PC12 
30 cell lines. PC 12 cells (rat phenochromocytoma cells) are known to proliferate and/or 
differentiate by activation with a number of mitogens, such as TPA (tetradecanoyl 
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phorbol acetate), NGF (nerve growth factor), and EGF (epidermal growth factor). 
The EGR1 gene expression is activated during this treatment. Thus, by stably 
transfecting PC 12 cells with a construct containing an EGR promoter linked to SEAP 
reporter, activation of PC 12 cells can be assessed. 
5 The EGR/SEAP reporter construct can be assembled by the following 

protocol. The EGR-1 promoter sequence (-633 to +l)(Sakamoto K et al., Oncogene 
6:867-871 (1991)) can be PCR amplified from human genomic DNA using the 
following primers: 

5' GCGCTCGAGGGATGACAGCGATAGAACCCCGG -3' (SEQ ID NO:6) 
5' GCGAAGCTTCGCGACTCCCCGGATCCGCCTC-3 , (SEQ ID NO:7) 
Using the GAS:SEAP/Neo vector produced in Example 12, EGR1 amplified 
product can then be inserted into this vector. Linearize the GAS:SEAP/Neo vector 
using restriction enzymes Xhol/Hindlll, removing the GAS/SV40 stuffer. Restrict the 
EGR1 amplified product with these same enzymes. Ligate the vector and the EGR1 
promoter. 

To prepare 96 well-plates for cell culture, two mis of a coating solution (1:30 
dilution of collagen type I (Upstate Biotech Inc. Cat#08-1 15) in 30% ethanol (filter 
sterilized)) is added per one 10 cm plate or 50 ml per well of the 96-well plate, and 
allowed to air dry for 2 hr. 

PC 12 cells are routinely grown in RPMI-1640 medium (Bio Whittaker) 
containing 10% horse serum (JRH BIOSCIENCES. Cat. # 12449-78P), 5% heat- 
inactivated fetal bovine serum (FBS) supplemented with 100 units/ml penicillin and 
100 ug/ml streptomycin on a precoated 10 cm tissue culture dish. One to four split is 
done every three to four days. Cells are removed from the plates by scraping and 
resuspended with pipetting up and down for more than 15 times. 

Transfect the EGR/SEAP/Neo construct into PC 12 using the Lipofectamine 
protocol described in Example 1 1. EGR-SEAP/PC12 stable cells are obtained by 
growing the cells in 300 ug/ml G418. The G418-free medium is used for routine 
growth but every one to two months, the cells should be re-grown in 300 ug/ml G418 
for couple of passages. 
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To assay for neuronal activity, a 10 cm plate with cells around 70 to 80% 
confluent is screened by removing the old medium. Wash the cells once with PBS 
(Phosphate buffered saline). Then starve the cells in low serum medium (RPMI-1640 
containing 1% horse serum and 0.5% FBS with antibiotics) overnight. 

The next morning, remove the medium and wash the cells with PBS. Scrape 
off the cells from the plate, suspend the cells well in 2 ml low serum medium. Count 

the cell number and add more low serum medium to reach final cell density as 5x1 0^ 
cells/ml. 

Add 200 ul of the cell suspension to each well of 96-welI plate (equivalent to 
lxlO 5 cells/well). Add 50 ul supernatant produced by Example 1 1, 37°C for 48 to 72 
hr. As a positive control, a growth factor known to activate PC 12 cells through EGR 
can be used, such as 50 ng/ul of Neuronal Growth Factor (NGF). Over fifty-fold 
induction of SEAP is typically seen in the positive control wells, SEAP assay the 
supernatant according to Example 17. 

Example 16: High-Throughput Screening Assay for T-cell Activity 

NF-KB (Nuclear Factor KB) is a transcription factor activated by a wide 
variety of agents including the inflammatory cytokines IL-1 and TNF, CD30 and 
CD40, lymphotoxin-alpha and lymphotoxin-beta, by exposure to LPS or thrombin, 
and by expression of certain viral gene products. As a transcription factor, NF-KB 
regulates the expression of genes involved in immune cell activation, control of 
apoptosis (NF- KB appears to shield cells from apoptosis), B and T-cell development, 
anti-viral and antimicrobial responses, and multiple stress responses. 

In non-stimulated conditions, NF- KB is retained in the cytoplasm with I-KB 
(Inhibitor KB). However, upon stimulation, I- KB is phosphorylated and degraded, 
causing NF- KB to shuttle to the nucleus, thereby activating transcription of target 
genes. Target genes activated by NF- KB include IL-2, IL-6, GM-CSF, ICAM-1 and 
class 1 MHC. 

Due to its central role and ability to respond to a range of stimuli, reporter 
constructs utilizing the NF-KB promoter element are used to screen the supernatants 
produced in Example 1 1 . Activators or inhibitors of NF-KB would be useful in 
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treating diseases. For example, inhibitors of NF-KB could be used to treat those 
diseases related to the acute or chronic activation of NF-KB, such as rheumatoid 
arthritis. 

To construct a vector containing the NF-KB promoter element, a PCR based 
strategy is employed. The upstream primer contains four tandem copies of the NF- 
KB binding site (GGGGACTTTCCC) (SEQ ID NO:8), 18 bp of sequence 
complementary to the 5' end of the SV40 early promoter sequence, and is flanked 
with an Xhol site: 

S'rGCGGCCTCGAGGGGACTTTCCCGGGGACTTTCCGGGGACITTCCGGGAC 
TTTCCATCCTGCCATCTTAATTAG:3' (SEQ ID NO:9) 

The downstream primer is complementary to the 3' end of the SV40 promoter 
and is flanked with a Hind III site: 

5' :GCGGCAAGCTTTTTGCAAAGCCTAGGC:3 ' (SEQ ID NO:4) 

PCR amplification is performed using the S V40 promoter template present in 
the pB-gal:promoter plasmid obtained from Clontech. The resulting PCR fragment is 
digested with Xhol and Hind III and subcloned into BLSK2-. (Stratagene) 
Sequencing with the T7 and T3 primers confirms the insert contains the following 
sequence: 

5 ' :CTCGAGGGGACTTTCCCGGGGACT1TCCGGGGACTTTCCGGGACTTTCCATCTGCCATCTCAATTA 
GTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTC 
TCCGCCCCATGGCTGACTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATT 
CCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTT : 3 ' (SEQ ID 
NO:10) 

Next, replace the SV40 minimal promoter element present in the pSEAP2- 
promoter plasmid (Clontech) with this NF-KB/SV40 fragment using Xhol and 
Hindlll. However, this vector does not contain a neomycin resistance gene, and 
therefore, is not preferred for mammalian expression systems. 

In order to generate stable mammalian cell lines, the NF-KB/S V40/SEAP 
cassette is removed from the above NF-KB/SEAP vector using restriction enzymes 
Sail and NotI, and inserted into a vector containing neomycin resistance. Particularly, 
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the NF-KB/SV40/SEAP cassette was inserted into pGFP-1 (Clontech), replacing the 
GFP gene, after restricting pGFP-1 with Sail and Nod. 

Once NF-KB/S V40/SEAP/Neo vector is created, stable Jurkat T-cells are 
created and maintained according to the protocol described in Example 13. Similarly, 
5 the method for assaying supematants with these stable Jurkat T-cells is also described 
in Example 13. As a positive control, exogenous TNF alpha (0.1,1, 10 ng) is added to 
wells H9, H10, and HI 1, with a 5-10 fold activation typically observed. 

Example 17: Assay for SEAP Activity 
10 As a reporter molecule for the assays described in Examples 13-16, SEAP 

activity is assayed using the Tropix Phospho-light Kit (Cat. BP-400) according to the 
following general procedure. The Tropix Phospho-light Kit supplies the Dilution, 
Assay, and Reaction Buffers used below. 

Prime a dispenser with the 2.5x Dilution Buffer and dispense 15 ul of 2.5x 
15 dilution buffer into Optiplates containing 35 ul of a supernatant. Seal the plates with 
a plastic sealer and incubate at 65 degree C for 30 min. Separate the Optiplates to 
avoid uneven heating. 

Cool the samples to room temperature for 15 minutes. Empty the dispenser 
and prime with the Assay Buffer. Add 50 ml Assay Buffer and incubate at room 
20 temperature 5 min. Empty the dispenser and prime with the Reaction Buffer (see the 
table below). Add 50 ul Reaction Buffer and incubate at room temperature for 20 
minutes. Since the intensity of the chemiluminescent signal is time dependent, and it 
takes about 10 minutes to read 5 plates on luminometer, one should treat 5 plates at 
each time and start the second set 10 minutes later. 
25 Read the relative light unit in the luminometer. Set HI 2 as blank, and print 

the results. An increase in chemiluminescence indicates reporter activity. 

Reaction Buffer Formulation: 



# of plates Rxn buffer diluent (ml) CSPD (ml) 

10 60 3 

» 65 3.25 

12 70 3.5 

!3 75 3.75 
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14 


80 


4 


15 


85 


4.25 


16 


90 


4.5 


17 


95 


4.75 


18 


100 


5 


19 


105 


5.25 


20 


110 


5.5 


21 


115 


5.75 


22 


120 


6 


23 


125 


6.25 


24 


130 


6.5 


25 


135 


6.75 


26 


140 


7 


27 


145 


7.25 


28 


150 


7.5 


29 


155 


7.75 


30 


160 


8 


31 


165 


8.25 


32 


170 


8.5 


33 


175 


8.75 


34 


180 


9 


35 


185 


9.25 


36 


190 


9.5 


37 


195 


9.75 


38 


200 


10 


39 


205 


10.25 


40 


210 


10.5 


41 


215 


10.75 


42 


220 


11 


43 


225 


11.25 


44 


230 


11.5 


45 


235 


11.75 


46 


240 


12 


47 


245 


12.25 


48 


250 


12.5 


49 


255 


12.75 


50 


260 


13 



Example 18: Hirh-Throughput Screening Assay Identifying Changes in Small 
Molecule Concentration and Me mbrane Permeability 

Binding of a ligand to a receptor is known to alter intracellular levels of small 
5 molecules, such as calcium, potassium, sodium, and pH, as well as alter membrane 
potential. These alterations can be measured in an assay to identify supernatants 
which bind to receptors of a particular cell. Although the following protocol 
describes an assay for calcium, this protocol can easily be modified to detect changes 
in potassium, sodium, pH, membrane potential, or any other small molecule which is 
10 detectable by a fluorescent probe. 
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The following assay uses Fluorometric Imaging Plate Reader ("FLIPR") to 
measure changes in fluorescent molecules (Molecular Probes) that bind small 
molecules. Clearly, any fluorescent molecule detecting a small molecule can be used 
instead of the calcium fluorescent molecule, fluo-4 (Molecular Probes, Inc.; catalog 
no. F- 14202), used here. 

For adherent cells, seed the cells at 10,000 -20,000 cells/well in a Co-star 
black 96-well plate with clear bottom. The plate is incubated in a CO, incubator for 
20 hours. The adherent cells are washed two times in Biotek washer with $30 ul of 
HBSS (Hank's Balanced Salt Solution) leaving 100 ul of buffer after the final wash. 

A stock solution of 1 mg/ml fluo-4 is made in 10% pluronic acid DMSO. To 
load the cells with fluo-4 , 50 ul of 12 ug/ml fluo-4 is added to each well. The plate 
is incubated at 37 degrees C in a CO, incubator for 60 min. The plate is washed four 
times in the Biotek washer with HBSS leaving 100 ul of buffer. 

For non-adherent cells, the cells are spun down from culture media. Cells are 
re-suspended to 2-5x1 0 6 cells/ml with HBSS in a 50-ml conical tube. 4 ul of 1 mg/ml 
fluo-4 solution in 10% pluronic acid DMSO is added to each ml of cell suspension. 
The tube is then placed in a 3? degrees C water bath for 30-60 min. The cells are 
washed twice with HBSS, resuspended to lxlO 6 cells/ml, and dispensed into a 
microplate, 100 ul/well. The plate is centrifuged at 1000 rpm for 5 min. The plate is 
then washed once in Denley CellWash with 200 ul, followed by an aspiration step to 
100 ul final volume. 

For a non-cell based assay, each well contains a fluorescent molecule, such as 
fluo-4 . The supernatant is added to the well, and a change in fluorescence is 
detected. 

To measure the fluorescence of intracellular calcium, the FLIPR is set for the 
following parameters: ( 1 ) System gain is 300-800 mW; (2) Exposure time is 0.4 
second; (3) Camera F/stop is F/2; (4) Excitation is 488 nm; (5) Emission is 530 nm; 
and (6) Sample addition is 50 ul. Increased emission at 530 nm indicates an 
extracellular signaling event which has resulted in an increase in the intracellular 
Ca++ concentration. 
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Example 19; ffigh-Thro ughput Screening Assay Identifying Tyrosine Kin*™ 
Activity 

The Protein Tyrosine Kinases (PTK) represent a diverse group of 
transmembrane and cytoplasmic kinases. Within the Receptor Protein Tyrosine 
Kinase RPTK) group are receptors for a range of mitogenic and metabolic growth 
factors including the PDGF, FGF, EGF, NGF, HGF and Insulin receptor subfamilies. 
In addition there are a large family of RPTKs for which the corresponding ligand is 
unknown. Ligands for RPTKs include mainly secreted small proteins, but also 
membrane-bound and extracellular matrix proteins. 

Activation of RPTK by ligands involves ligand-mediated receptor 
dimerization, resulting in transphosphorylation of the receptor subunits and activation 
of the cytoplasmic tyrosine kinases. The cytoplasmic tyrosine kinases include 
receptor associated tyrosine kinases of the src-family (e.g., src, yes, lck, lyn, fyn) and 
non-receptor linked and cytosolic protein tyrosine kinases, such as the Jak family, 
members of which mediate signal transduction triggered by the cytokine superfamily 
of receptors (e.g., the Interleukins, Interferons, GM-CSF, and Leptin). 

Because of the wide range of known factors capable of stimulating tyrosine 
kinase activity, the identification of novel human secreted proteins capable of 
activating tyrosine kinase signal transduction pathways are of interest. Therefore, the 
following protocol is designed to identify those novel human secreted proteins 
capable of activating the tyrosine kinase signal transduction pathways. 

Seed target cells (e.g., primary keratinocytes) at a density of approximately 
25,000 cells per well in a 96 well Loprodyne Silent Screen Plates purchased from 
Nalge Nunc (Naperville, IL). The plates are sterilized with two 30 minute rinses with 
100% ethanol, rinsed with water and dried overnight. Some plates are coated for 2 hr 
with 100 ml of cell culture grade type I collagen (50 mg/ml), gelatin (2%) or 
polylysine (50 mg/ml), all of which can be purchased from Sigma Chemicals (St. 
Louis, MO) or 10% Matrigel purchased from Becton Dickinson (Bedford,MA), or 
calf serum, rinsed with PBS and stored at 4 degree C. Cell growth on these plates is 
assayed by seeding 5,000 cells/well in growth medium and indirect quantitation of 
cell number through use of alamarBlue as described by the manufacturer Alamar 
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Biosciences, Inc. (Sacramento, CA) after 48 hr. Falcon plate covers #3071 from 
Becton Dickinson (Bedford,MA) are used to cover the Loprodyne Silent Screen 
Plates. Falcon Microtest III cell culture plates can also be used in some proliferation 
experiments. 

To prepare extracts, A431 cells are seeded onto the nylon membranes of 
Loprodyne plates (20,000/200ml/well) and cultured overnight in complete medium. 
Cells are quiesced by incubation in serum-free basal medium for 24 hr. After 5-20 
minutes treatment with EGF (60ng/ml) or 50 ul of the supernatant produced in 
Example 1 1, the medium was removed and 100 ml of extraction buffer ((20 mM 
HEPESpH 7.5,0. 15 MNaCl, 1% Triton X- 100, 0.1% SDS, 2 mM Na3V04, 2mM 
Na4P207 and a cocktail of protease inhibitors (# 1836170) obtained from 
Boeheringer Mannheim (Indianapolis, IN) is added to each well and the plate is 
shaken on a rotating shaker for 5 minutes at 4 degrees C. The plate is then placed in a 
vacuum transfer manifold and the extract filtered through the 0.45 mm membrane 
bottoms of each well using house vacuum. Extracts are collected in a 96-well 
catch/assay plate in the bottom of the vacuum manifold and immediately placed on 
ice. To obtain extracts clarified by centrifugation, the content of each well, after 
detergent solubilization for 5 minutes, is removed and centrifuged for 15 minutes at 4 
degrees Cat 1 6,000 xg. 

Test the filtered extracts for levels of tyrosine kinase activity. Although many 
methods of detecting tyrosine kinase activity are known, one method is described 
here. 

Generally, the tyrosine kinase activity of a supernatant is evaluated by 
determining its ability to phosphorylate a tyrosine residue on a specific substrate (a 
biotinylated peptide). Biotinylated peptides that can be used for this purpose include 
PSK1 (corresponding to amino acids 6-20 of the cell division kinase cdc2-p34) and 
PSK2 (corresponding to amino acids 1-17 of gastrin). Both peptides are substrates for 
a range of tyrosine kinases and are available from Boehringer Mannheim. 

The tyrosine kinase reaction is set up by adding the following components in 
order. First, add lOul of 5uM Biotinylated Peptide, then lOul ATP/Mg 2+ (5mM 
ATP/50mM MgCl 2 ), then lOul of 5x Assay Buffer (40mM imidazole hydrochloride, 



WO 00/57903 



PCT/US00/07525 



247 

pH7.3, 40 mM beta-glycerophosphate, ImM EGTA, lOOmM MgCl 2 , 5 mM MnCl 2 
0.5 mg/ml BSA), then 5ul of Sodium Vanadate(lmM), and then 5ul of water. Mix the 
components gently and preincubate the reaction mix at 30 degrees C for 2 min. Initial 
the reaction by adding lOul of the control enzyme or the filtered supernatant 
5 The tyrosine kinase assay reaction is then terminated by adding 10 ul of 

120mm EDTA and place the reactions on ice. 

Tyrosine kinase activity is determined by transferring 50 ul aliquot of reaction 
mixture to a microtiter plate (MTP) module and incubating at 37 degrees C for 20 
min. This allows the streptavadin coated 96 well plate to associate with the 
1 0 biotinylated peptide. Wash the MTP module with 300ul/well of PBS four times. 
Next add 75 ul of anti-phospotyrosine antibody conjugated to horse radish 
peroxidase(anti-P-Tyr-POD(0.5u/ml)) to each well and incubate at 37 degrees C for 
one hour. Wash the well as above. 

Next add lOOul of peroxidase substrate solution (Boehringer Mannheim) and 
incubate at room temperature for at least 5 mins (up to 30 min). Measure the 
absorbance of the sample at 405 nm by using ELISA reader. The level of bound 
peroxidase activity is quantitated using an ELISA reader and reflects the level of 
tyrosine kinase activity. 

EEampfc 20; ffjph-Throughput Screening Assay Iden tifying Phosphm-y lfltin.? 
Activity 

As a potential alternative and/or compliment to the assay of protein tyrosine 
kinase activity described in Example 19, an assay which detects activation 
(phosphorylation) of major intracellular signal transduction intermediates can also be 
used. For example, as described below one particular assay can detect tyrosine 
phosphorylation of the Erk-1 and Erk-2 kinases. However, phosphorylation of other 
molecules, such as Raf, JNK, p38 MAP, Map kinase kinase (MEK), MEK kinase, 
Src, Muscle specific kinase (MuSK), IRAK. Tec, and Janus, as well as any other 
phosphoserine, phosphotyrosine, or phosphothreonine molecule, can be detected by 
substituting these molecules for Erk-1 or Erk-2 in the following assay. 
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Specifically, assay plates are made by coating the wells of a 96-well EUSA 
plate with 0.1ml of protein G (lug/ml) for 2 hr at room temp, (RT). The plates are 
then rinsed with PBS and blocked with 3% BSA/PBS for 1 hr at RT. The protein G 
plates are then treated with 2 commercial monoclonal antibodies (lOOng/well) against 
5 Erk-land Erk-2 (1 hr at RT) (Santa Cruz Biotechnology). (To detect other molecules, 
this step can easily be modified by substituting a monoclonal antibody detecting any 
of the above described molecules.) After 3-5 rinses with PBS, the plates are stored at 
4 degrees C until use. 

A43 1 cells are seeded at 20,000/well in a 96-well Loprodyne filterplate and 
0 cultured overnight in growth medium. The cells are then starved for 48 hr in basal 
medium (DMEM) and then treated with EGF (6ng/well) or 50 ul of the supernatants 
obtained in Example 1 1 for 5-20 minutes. The cells are then solubilized and extracts 
filtered directly into the assay plate. 

After incubation with the extract for 1 hr at RT, the wells are again rinsed. As 
> a positive control, a commercial preparation of MAP kinase ( lOng/well) is used in 
place of A431 extract. Plates are then treated with a commercial polyclonal (rabbit) 
antibody (lug/ml) which specifically recognizes the phosphorylated epitope of the 
Erk-1 and Erk-2 kinases (1 hr at RT). This antibody is biotinylated by standard 
procedures. The bound polyclonal antibody is then quantitated by successive 
incubations with Europium-streptavidin and Europium fluorescence enhancing 
reagent in the Wallac DELFIA instrument (time-resolved fluorescence). An increased 
fluorescent signal over background indicates a phosphorylation. 



Example 21 ; Method of IMerminini* A Iterations in a Hen* C orrespondinp t„ a 
25 Polynucleotide 

RNA isolated from entire families or individual patients presenting with a 
phenotype of interest (such as a disease) is be isolated. cDNA is then generated from 
these RNA samples using protocols known in the art. (See, Sambrook.) The cDNA 
is then used as a template for PCR, employing primers surrounding regions of interest 
30 in SEQ ID NO:X. Suggested PCR conditions consist of 35 cycles at 95 degrees C for 
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30 seconds; 60-120 seconds at 52-58 degrees C; and 60-120 seconds at 70 degrees C, 
using buffer solutions described in Sidransky et aL, Science 252:706 (1991). 

PCR products are then sequenced using primers labeled at their 5' end with T4 
polynucleotide kinase, employing SequiTherm Polymerase. (Epicentre 
5 Technologies). The intron-exon borders of selected exons is also determined and 
genomic PCR products analyzed to confirm the results. PCR products harboring 
suspected mutations is then cloned and sequenced to validate the results of the direct 
sequencing. 

PCR products is cloned into T-tailed vectors as described in Holton et aL, 
10 Nucleic Acids Research, 19:1 156 (1991) and sequenced with T7 polymerase (United 
States Biochemical). Affected individuals are identified by mutations not present in 
unaffected individuals. 

Genomic rearrangements are also observed as a method of determining 
alterations in a gene corresponding to a polynucleotide. Genomic clones isolated 
15 according to Example 2 are nick-translated with digoxigenindeoxy-uridine 5'- 

triphosphate (Boehringer Manheim), and FISH performed as described in Johnson et 
aL, Methods Cell Biol. 35:73-99 (1991). Hybridization with the labeled probe is 
carried out using a vast excess of human cot-1 DNA for specific hybridization to the 
corresponding genomic locus. 

Chromosomes are counterstained with 4,6-diamino-2-phenyIidole and 
propidium iodide, producing a combination of C- and R-bands. Aligned images for 
precise mapping are obtained using a triple-band filter set (Chroma Technology, 
Brattleboro, VT) in combination with a cooled charge-coupled device camera 
(Photometries, Tucson, AZ) and variable excitation wavelength filters. (Johnson et 
ah, Genet. Anal. Tech. Appl., 8:75 (1991).) Image collection, analysis and 
chromosomal fractional length measurements are performed using the ISee Graphical 
Program System. (Inovision Corporation, Durham, NC.) Chromosome alterations of 
the genomic region hybridized by the probe are identified as insertions, deletions, and 
translocations. These alterations are used as a diagnostic marker for an associated 
disease. 
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Example 22: Method of Detecting Abnormal Levels of a Polyp eptide in a 
Biological Sample 

A polypeptide of the present invention can be detected in a biological sample, 
and if an increased or decreased level of the polypeptide is detected, this polypeptide 
is a marker for a particular phenotype. Methods of detection are numerous, and thus, 
it is understood that one skilled in the art can modify the following assay to fit their 
particular needs. 

For example, antibody-sandwich ELIS As are used to detect polypeptides in a 
sample, preferably a biological sample. Wells of a microtiter plate are coated with 
specific antibodies, at a final concentration of 0.2 to 10 ug/ml. The antibodies are 
either monoclonal or polyclonal and are produced by the method described in 
Example 10. The wells are blocked so that non-specific binding of the polypeptide to 
the well is reduced. 

The coated wells are then incubated for > 2 hours at RT with a sample 
containing the polypeptide. Preferably, serial dilutions of the sample should be used 
to validate results. The plates are then washed three times with deionized or distilled 
water to remove unbounded polypeptide. 

Next, 50 ul of specific antibody-alkaline phosphatase conjugate, at a 
concentration of 25-400 ng, is added and incubated for 2 hours at room temperature. 
The plates are again washed three times with deionized or distilled water to remove 
unbounded conjugate. 

Add 75 ul of 4-methylumbelliferyl phosphate (MUP) or p-nitrophenyl 
phosphate (NPP) substrate solution to each well and incubate 1 hour at room 
temperature. Measure the reaction by a microtiter plate reader. Prepare a standard 
curve, using serial dilutions of a control sample, and plot polypeptide concentration 
on the X-axis (log scale) and fluorescence or absorbance of the Y-axis (linear scale). 
Interpolate the concentration of the polypeptide in the sample using the standard 
curve. 
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ExiMI)Pte23; Formulation 

The invention also provides methods of treatment and/or prevention diseases, 
disorders, and/or conditions (such as, for example, any one or more of the diseases or 
disorders disclosed herein) by administration to a subject of an effective amount of a 
5 Therapeutic. By therapeutic is meant a polynucleotides or polypeptides of the 

invention (including fragments and variants), agonists or antagonists thereof, and/or 
antibodies thereto, in combination with a pharmaceutical^ acceptable carrier type 
(e.g., a sterile carrier). 

The Therapeutic will be formulated and dosed in a fashion consistent with 

10 good medical practice, taking into account the clinical condition of the individual 

patient (especially the side effects of treatment with the Therapeutic alone), the site of 
delivery, the method of administration, the scheduling of administration, and other 
factors known to practitioners. The "effective amount" for purposes herein is thus 
determined by such considerations. 

15 As a general proposition, the total pharmaceutically effective amount of the 

Therapeutic administered parenterally per dose will be in the range of about 
lug/kg/day to 10 mg/kg/day of patient body weight, although, as noted above, this 
will be subject to therapeutic discretion. More preferably, this dose is at least 0.01 
mg/kg/day, and most preferably for humans between about 0.01 and 1 mg/kg/day for 

20 the hormone. If given continuously, the Therapeutic is typically administered at a 
dose rate of about 1 ug/kg/hour to about 50 ug/kg/hour, either by 1-4 injections per 
day or by continuous subcutaneous infusions, for example, using a mini-pump. An 
intravenous bag solution may also be employed. The length of treatment needed to 
observe changes and the interval following treatment for responses to occur appears 

25 to vary depending on the desired effect. 

Therapeutics can be are administered orally, rectally, parenterally, 
intracistemally, intravaginally, intraperitoneally, topically (as by powders, ointments, 
gels, drops or transdermal patch), bucally, or as an oral or nasal spray. 
"Pharmaceutically acceptable carrier" refers to a non-toxic solid, semisolid or liquid 

30 filler, diluent, encapsulating material or formulation auxiliary of any. The term 
"parenteral" as used herein refers to modes of administration which include 
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intravenous, intramuscular, intraperitoneal, intrasternal, subcutaneous and 
intraarticular injection and infusion. 

Therapeutics of the invention are also suitably administered by sustained- 
release systems. Suitable examples of sustained-release Therapeutics are 
5 administered orally, rectally, parenterally, intracistemally, intravaginally, 

intraperitoneally, topically (as by powders, ointments, gels, drops or transdermal 
patch), bucally, or as an oral or nasal spray. "Pharmaceutically acceptable carrier" 
refers to a non-toxic solid, semisolid or liquid filler, diluent, encapsulating material or 
formulation auxiliary of any type. The term "parenteral" as used herein refers to 
10 modes of administration which include intravenous, intramuscular, intraperitoneal, 
intrasternal, subcutaneous and intraarticular injection and infusion. 

Therapeutics of the invention are also suitably administered by sustained- 
release systems. Suitable examples of sustained-release Therapeutics include suitable 
polymeric materials (such as, for example, semi-permeable polymer matrices in the 
15 form of shaped articles, e.g., films, or mirocapsules), suitable hydrophobic materials 
(for example as an emulsion in an acceptable oil) or ion exchange resins, and 
sparingly soluble derivatives (such as, for example, a sparingly soluble salt). 

Sustained-release matrices include polylactides (U.S. Pat. No. 3,773,919, EP 
58,481). copolymers of L-glutamic acid and gamma-ethyl-L-glutamate (Sidman et al., 
20 Biopolymers 22:547-556 (1983)), poly (2- hydroxyethyl methacrylate) (Langer et al., 
J. Biomed. Mater. Res. 15: 167-277 (1981), and Langer, Chem. Tech. 12:98-105 
(1982)), ethylene vinyl acetate (Langer et al., Id.) or poly-D- (-)-3-hydroxybutyric 
acid (EP 133,988). 

Sustained-release Therapeutics also include liposomally entrapped 
25 Therapeutics of the invention (.see generally, Langer. Science 249:1527-1533 (1990); 
Treat et al., in Liposomes in the Therapy of Infectious Disease and Cancer, Lopez- 
Berestein and Fidler (eds.), Liss, New York, pp. 317 -327 and 353-365 (1989)). 
Liposomes containing the Therapeutic are prepared by methods known per se: DE 
3,218,121; Epstein et al., Proc. Natl. Acad. Sci. (USA) 82:3688-3692 (1985); Hwang 
30 et al., Proc. Natl. Acad. Sci.(USA) 77:4030^034 ( 1 980); EP 52,322; EP 36,676; EP 
88,046: EP 143,949; EP 142,641; Japanese Pat Appl. 83-1 18008; U.S. Pat. Nos. 
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4,485,045 and 4,544,545; and EP 102,324. Ordinarily, the liposomes are of the small 

(about 200-800 Angstroms) unilamellar type in which the lipid content is greater than 

about 30 mol. percent cholesterol, the selected proportion being adjusted for the 

optimal Therapeutic. 

In yet an additional embodiment, the Therapeutics of the invention are 

delivered by way of a pump (see Langer, supra: Sefton, CRC Crit. Ref. Biomed. Eng. 

14:201 (1987); Buchwald et al., Surgery 88:507 (1980); Saudek et al., N. Engl. J. 

Med. 321:574(1989)). 

Other controlled release systems are discussed in the review by Langer 

(Science 249:1527-1533 (1990)). 

For parenteral administration, in one embodiment, the Therapeutic is 

formulated generally by mixing it at the desired degree of purity, in a unit dosage 
injectable form (solution, suspension, or emulsion), with a pharmaceutical^ 
acceptable carrier, i.e., one that is non-toxic to recipients at the dosages and 
concentrations employed and is compatible with other ingredients of the formulation. 
For example, the formulation preferably does not include oxidizing agents and other 
compounds that are known to.be deleterious to the Therapeutic. 

Generally, the formulations are prepared by contacting the Therapeutic 
uniformly and intimately with liquid carriers or finely divided solid carriers or both. 
Then, if necessary, the product is shaped into the desired formulation. Preferably the 
carrier is a parenteral carrier, more preferably a solution that is isotonic with the blood 
of the recipient. Examples of such carrier vehicles include water, saline, Ringer's 
solution, and dextrose solution. Non-aqueous vehicles such as fixed oils and ethyl 
oleate are also useful herein, as well as liposomes. 

The carrier suitably contains minor amounts of additives such as substances 
that enhance isotonicity and chemical stability. Such materials are non-toxic to 
recipients at the dosages and concentrations employed, and include buffers such as 
phosphate, citrate, succinate, acetic acid, and other organic acids or their salts; 
antioxidants such as ascorbic acid; low molecular weight (less than about ten 
residues) polypeptides, e.g., polyarginine or tripeptides; proteins, such as serum 
albumin, gelatin, or immunoglobulins; hydrophilic polymers such as 
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polyvinylpyrrolidone; amino acids, such as glycine, glutamic acid, aspartic acid, or 
arginine; monosaccharides, disaccharides, and other carbohydrates including cellulose 
or its derivatives, glucose, manose, or dextrins; chelating agents such as EDTA; sugar 
alcohols such as mannitol or sorbitol; counterions such as sodium; and/or nonionic 
surfactants such as polysorbates, poloxamers, or PEG. 

The Therapeutic is typically formulated in such vehicles at a concentration of 
about 0.1 mg/ml to 100 mg/ml, preferably 1-10 mg/ml, at a pH of about 3 to 8. It will 
be understood that the use of certain of the foregoing excipients, carriers, or 
stabilizers will result in the formation of polypeptide salts. 

Any pharmaceutical used for therapeutic administration can be sterile. 
Sterility is readily accomplished by filtration through sterile filtration membranes 
(e.g., 0.2 micron membranes). Therapeutics generally are placed into a container 
having a sterile access port, for example, an intravenous solution bag or vial having a 
stopper pierceable by a hypodermic injection needle. 

Therapeutics ordinarily will be stored in unit or multi-dose containers, for 
example, sealed ampoules or vials, as an aqueous solution or as a lyophilized 
formulation for reconstitution. As an example of a lyophilized formulation, 10-ml 
vials are filled with 5 ml of sterile-filtered 1% (w/v) aqueous Therapeutic solution, 
and the resulting mixture is lyophilized. The infusion solution is prepared by 
reconstituting the lyophilized Therapeutic using bacteriostatic Water-for-Injection. 

The invention also provides a pharmaceutical pack or kit comprising one or 
more containers filled with one or more of the ingredients of the Therapeutics of the 
invention. Associated with such container(s) can be a notice in the form prescribed by 
a governmental agency regulating the manufacture, use or sale of pharmaceuticals or 
biological products, which notice reflects approval by the agency of manufacture, use 
or sale for human administration. In addition, the Therapeutics may be employed in 
conjunction with other therapeutic compounds. 

The Therapeutics of the invention may be administered alone or in 
combination with adjuvants. Adjuvants that may be administered with the 
Therapeutics of the invention include, but are not limited to, alum, alum plus 
deoxycholate (ImmunoAg), MTP-PE (Biocine Corp.), QS21 (Genentech, Inc.), BCG, 
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and MPL. In a specific embodiment, Therapeutics of the invention are administered 
in combination with alum. In another specific embodiment, Therapeutics of the 
invention are administered in combination with QS-21. Further adjuvants that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
5 Monophosphoryl lipid immunomodulatory AdjuVax 100a. QS-21, QS-18, CRL1005, 
Aluminum salts, MF-59, and Virosomal adjuvant technology. Vaccines that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
vaccines directed toward protection against MMR (measles, mumps, rubella), polio, 
varicella, tetanus/diptheria, hepatitis A, hepatitis B, haemophilus influenzae B, 
10 whooping cough, pneumonia, influenza. Lyme's Disease, rotavirus, cholera, yellow 
fever, Japanese encephalitis, poliomyelitis, rabies, typhoid fever, and pertussis. 
Combinations may be administered either concomitantly, e.g., as an admixture, 
separately but simultaneously or concurrently; or sequentially. This includes 
presentations in which the combined agents are administered together as a therapeutic 
mixture, and also procedures in which the combined agents are administered 
separately but simultaneously, e.g., as through separate intravenous lines into the 
same individual. Administration "in combination" further includes the separate 
administration of one of the compounds or agents given first, followed by the second. 

The Therapeutics of the invention may be administered alone or in 
combination with other therapeutic agents. Therapeutic agents that may be 
administered in combination with the Therapeutics of the invention, include but not 
limited to, other members of the TNF family, chemotherapeutic agents, antibiotics, 
steroidal and non-steroidal anti-inflammatories, conventional immunotherapeutic 
agents, cytokines and/or growth factors. Combinations may be administered either 
concomitantly, e.g., as an admixture, separately but simultaneously or concurrently; 
or sequentially. This includes presentations in which the combined agents are 
administered together as a therapeutic mixture, and also procedures in which the 
combined agents are administered separately but simultaneously, e.g., as through 
separate intravenous lines into the same individual. Administration "in combination" 
further includes the separate administration of one of the compounds or agents given 
first, followed by the second. 
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In one embodiment, the Therapeutics of the invention are administered in 
combination with members of the TNF family. TNF, TNF-related or TNF-like 
molecules that may be administered with the Therapeutics of the invention include, 
but are not limited to, soluble forms of TNF-alpha, lymphotoxin-alpha (LT-alpha, 
5 also known as TNF-beta), LT-beta (found in complex heterotrimer LT-alpha2-beta), 
OPGL, FasL, CD27L, CD30L, CD40L, 4-lBBL, DcR3, OX40L, TNF-gamma 
(International Publication No. WO 96/14328), AIM-I (International Publication No. 
WO 97/33899), endokine-alpha (International Publication No. WO 98/07880), TR6 
(International Publication No. WO 98/30694), OPG, and neutrokine-alpha 

10 (International Publication No. WO 98/1892 1, OX40, and nerve growth factor (NGF), 
and soluble forms of Fas, CD30, CD27, CD40 and 4-IBB, TR2 (International 
Publication No. WO 96/34095), DR3 (International Publication No. WO 97/33904), 
DR4 (International Publication No. WO 98/32856), TR5 (International Publication 
No. WO 98/30693), TR6 (International Publication No. WO 98/30694), TR7 

15 (International Publication No. WO 98/41629), TRANK, TR9 (International 

Publication No. WO 98/56892),TR10 (International Publication No. WO 98/54202), 
312C2 (International Publicati6n No. WO 98/06842), and TR12, and soluble forms 
CD154, CD70, and CD153. 

In certain embodiments, Therapeutics of the invention are administered in 

20 combination with antiretroviral agents, nucleoside reverse transcriptase inhibitors, 
non-nucleoside reverse transcriptase inhibitors, and/or protease inhibitors. 
Nucleoside reverse transcriptase inhibitors that may be administered in combination 
with the Therapeutics of the invention, include, but are not limited to, RETROVIR™ 
(zidovudine/AZT), VIDEX™ (didanosine/ddl), HIVID™ (zalcitabine/ddC), ZERIT™ 

25 (stavudine/d4T), EPIVIR™ (lamivudine/3TC), and COMBIVIR™ 

(zidovudine/lamivudine). Non-nucleoside reverse transcriptase inhibitors that may 
be administered in combination with the Therapeutics of the invention, include, but 
are not limited to, VIRAMUNE™ (nevirapine), RESCRIPTOR™ (delavirdine), and 
SUSTIVA™ (efavirenz). Protease inhibitors that may be administered in 

30 combination with the Therapeutics of the invention, include, but are not limited to, 
CRKIVAN™ (indinavir), NORVIR™ (ritonavir), INVIRASE™ (saquinavir), and 
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VIRACEFT™ (nelfmavir). In a specific embodiment, antiretroviral agents, 
nucleoside reverse transcriptase inhibitors, non-nucleoside reverse transcriptase 
inhibitors, and/or protease inhibitors may be used in any combination with 
Therapeutics of the invention to treat AIDS and/or to prevent or treat HIV infection. 
5 In other embodiments. Therapeutics of the invention may be administered in 

combination with anti-opportunistic infection agents. Anti-opportunistic agents that 
may be administered in combination with the Therapeutics of the invention, include, 
but are not limited to. TRIMETHOPRIM-SULFAMETHOXAZOLE™, 
DAPSONE™, PENTAMIDINE™, ATOVAQUONE™, ISONIAZID™, 

10 RIFAMPIN™, PYRAZINAMIDE™, ETHAMBUTOL™, RIFABUTIN™, 
CLARITHROMYCIN™, AZITHROMYCIN™, GANCICLOVIR™, 
FOSCARNET™, CIDOFOVIR™, FLUCONAZOLE™, ITRACONAZOLE™, 
KETOCONAZOLE™, ACYCLOVIR™, FAMCICOLVIR™, PYRIMETHAMINE™, 
LEUCOVORIN™. NEUPOGEN™ (filgrastim/G-CSF), and LEUKINE™ 

15 (sargramostim/GM-CSF). In a specific embodiment, Therapeutics of the invention 
are used in any combination with TRIMETHOPRIM-SULFAMETHOXAZOLE™, 
DAPSONE™, PENTAMIDINE™, and/or ATOVAQUONE™ to prophylactically 
treat or prevent an opportunistic Pneumocystis carinii pneumonia infection. In 
another specific embodiment. Therapeutics of the invention are used in any 

20 combination with ISONIAZID™, RIFAMPIN™, PYRAZINAMIDE™, and/or 
ETHAMBUTOL™ to prophylactically treat or prevent an opportunistic 
Mycobacterium avium complex infection. In another specific embodiment, 
Therapeutics of the invention are used in any combination with RIFABUTIN™, 
CLARITHROMYCIN™, and/or AZITHROMYCIN™ to prophylactically treat or 

25 prevent an opportunistic Mycobacterium tuberculosis infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 
GANCICLOVIR™, FOSCARNET™, and/or CIDOFOVIR™ to prophylactically treat 
or prevent an opportunistic cytomegalovirus infection. In another specific 
embodiment, Therapeutics of the invention are used in any combination with 

30 FLUCONAZOLE™, ITRACONAZOLE™, and/or KETOCONAZOLE™ to 
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prophylactically treat or prevent an opportunistic fungal infection. In another 
specific embodiment, Therapeutics of the invention are used in any combination with 
ACYCLOVIR™ and/or FAMCICOLVIR™ to prophylactically treat or prevent an 
opportunistic herpes simplex virus type I and/or type II infection. In another specific 
5 embodiment, Therapeutics of the invention are used in any combination with 

PYRIMETHAMINE™ and/or LEUCOVORIN™ to prophylactically treat or prevent 
an opportunistic Toxoplasma gondii infection. In another specific embodiment, 
Therapeutics of the invention are used in any combination with LEUCOVORIN™ 
and/or NEUPOGEN™ to prophylactically treat or prevent an opportunistic bacterial 
10 infection. 

In a further embodiment, the Therapeutics of the invention are administered 
in combination with an antiviral agent. Antiviral agents that may be administered 
with the Therapeutics of the invention include, but are not limited to. acyclovir, 
ribavirin, amantadine, and remantidine. 

15 In a further embodiment, the Therapeutics of the invention are administered 

in combination with an antibiotic agent. Antibiotic agents that may be administered 
with the Therapeutics of the invention include, but are not limited to. amoxicillin, 
beta-lactamases, aminoglycosides, beta-lactam (glycopeptide), beta-lactamases, 
Clindamycin, chloramphenicol, cephalosporins, ciprofloxacin, ciprofloxacin, 

20 erythromycin, fluoroquinolones, macrolides, metronidazole, penicillins, quinolones, 
rifampin, streptomycin, sulfonamide, tetracyclines, trimethoprim, trimethoprim- 
sulfamthoxazole, and vancomycin. 

Conventional nonspecific immunosuppressive agents, that may be 
administered in combination with the Therapeutics of the invention include, but are 

25 not limited to, steroids, cyclosporin, cyclosporine analogs, cyclophosphamide 

methylprednisone, prednisone, azathioprine, FK-506, 15-deoxyspergualin, and other 
immunosuppressive agents that act by suppressing the function of responding T cells. 

In specific embodiments, Therapeutics of the invention are administered in 
combination with immunosuppressants. Immunosuppressants preparations that may 

30 be administered with the Therapeutics of the invention include, but are not limited to, 
ORTHOCLONE™ (OKT3), SANDIMMUNE™/NEORAL™/SANGDYA™ 
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(cyclosporin), PROGRAF™ (tacrolimus), CELLCEPT™ (mycophenolate), 
Azathioprine, glucorticosteroids, and RAPAMUNE™ (sirolimus). In a specific 
embodiment, immunosuppressants may be used to prevent rejection of organ or bone 
marrow transplantation. 

In an additional embodiment. Therapeutics of the invention are administered 
alone or in combination with one or more intravenous immune globulin preparations. 
Intravenous immune globulin preparations that may be administered with the 
Therapeutics of the invention include, but not limited to, GAMMAR™, 
IVEEGAM™, SANDOGLOBULIN™, GAMMAGARD S/D™, and GAMIMUNE™. 
In a specific embodiment, Therapeutics of the invention are administered in 
combination with intravenous immune globulin preparations in transplantation 
therapy (e.g., bone marrow transplant). 

In an additional embodiment, the Therapeutics of the invention are 
administered alone or in combination with an anti-inflammatory agent. Anti- 
inflammatory agents that may be administered with the Therapeutics of the invention 
include, but are not limited to. glucocorticoids and the nonsteroidal anti- 
inflammatories, aminoarylcarboxylic acid derivatives, arylacetic acid derivatives, 
arylbutyric acid derivatives, arylcarboxylic acids, arylpropionic acid derivatives, 
pyrazoles, pyrazolones, salicylic acid derivatives, thiazinecarboxamides. e- 
acetamidocaproic acid, S-adenosylmethionine, 3-amino-4-hydroxybutyric acid, 
amixetrine, bendazac, benzydamine, bucolome, difenpiramide, ditazol. emorfazone, 
guaiazulene, nabumetone, nimesulide, orgotein, oxaceprol. paranyline, perisoxal, 
pifoxime, proquazone, proxazole, and tenidap. 

In another embodiment, compostions of the invention are administered in 
combination with a chemotherapeutic agent. Chemotherapeutic agents that may be 
administered with the Therapeutics of the invention include, but are not limited to, 
antibiotic derivatives (e.g., doxorubicin, bleomycin, daunorubicin, and 
dactinomycin); antiestrogens (e.g., tamoxifen); antimetabolites (e.g., fluorouracil, 5- 
FU, methotrexate, floxuridine, interferon alpha-2b, glutamic acid, plicamycin, 
mercaptopurine, and 6-thioguanine); cytotoxic agents (e.g., carmustine, BCNU, 
lomustine, CCNU, cytosine arabinoside. cyclophosphamide, estramustine, 
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hydroxyurea, procarbazine, mitomycin, busulfan, cis-platin, and vincristine sulfate); 
hormones (e.g., medroxyprogesterone, estramustine phosphate sodium, ethinyl 
estradiol estradiol, megestroi acetate, methyltestosterone, diethylstilbestrol 
diphosphate, chlorotrianisene, and testolactone); nitrogen mustard derivatives (e.g., 
mephalen, chorambucil, mechlorethamine (nitrogen mustard) and thiotepa); steroids 
and combinations (e.g., betamethasone sodium phosphate); and others (e.g., 
dicarbazine, asparaginase, mitotane, vincristine sulfate, vinblastine sulfate, and 
etoposide). 

In a specific embodiment. Therapeutics of the invention are administered in 
combination with CHOP (cyclophosphamide, doxorubicin, vincristine, and 
prednisone) or any combination of the components of CHOP. In another 
embodiment, Therapeutics of the invention are administered in combination with 
Rituximab. In a further embodiment, Therapeutics of the invention are administered 
with Rituxmab and CHOP, or Rituxmab and any combination of the components of 
CHOP. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with cytokines. Cytokines that may be administered 
with the Therapeutics of the invention include, but are not limited to, IL2, IL3, IL4, 
IL5, IL6. IL7, IL10, IL12, IL13, IL15. anti-CD40. CD40L, IFN-gamma and TNF- 
alpha. In another embodiment, Therapeutics of the invention may be administered 
with any interleukin, including, but not limited to, IL-1 alpha, IL-Ibeta, IL-2, IL-3, 
IL-4, DL-5, IL-6, IL-7, IL-8, IL-9, IL-10, IL-1 1, IL-12, IL-13, IL-I4, IL-15, IL-16, 
IL-17, IL-18, IL-19, IL-20, and IL-21. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with angiogenic proteins. Angiogenic proteins that may 
be administered with the Therapeutics of the invention include, but are not limited to ; 
Glioma Derived Growth Factor (GDGF), as disclosed in European Patent Number 
EP-399816; Platelet Derived Growth Factor-A (PDGF-A), as disclosed in European 
Patent Number EP-6821 10; Platelet Derived Growth Factor-B (PDGF-B), as 
disclosed in European Patent Number EP-282317; Placental Growth Factor (P1GF), as 
disclosed in International Publication Number WO 92/06194: Placental Growth 
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Factor-2 (P1GF-2), as disclosed in Hauser et al., Gorwth Factors, 4:259-268 (1993); 
Vascular Endothelial Growth Factor (VEGF), as disclosed in International Publication 
Number WO 90/13649; Vascular Endothelial Growth Factor- A (VEGF- A), as 
disclosed in European Patent Number EP-506477; Vascular Endothelial Growth 
Factor-2 (VEGF-2), as disclosed in International Publication Number WO 96/39515; 
Vascular Endothelial Growth Factor B (VEGF-3); Vascular Endothelial Growth 
Factor B-186 (VEGF-B 186), as disclosed in International Publication Number WO 
96/26736: Vascular Endothelial Growth Factor-D (VEGF-D), as disclosed in 
International Publication Number WO 98/02543; Vascular Endothelial Growth 
Factor-D (VEGF-D), as disclosed in International Publication Number WO 98/07832; 
and Vascular Endothelial Growth Factor-E (VEGF-E), as disclosed in German Patent 
Number DE 19639601. The above mentioned references are incorporated herein by 
reference herein. 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with hematopoietic growth factors. Hematopoietic 
growth factors that may be administered with the Therapeutics of the invention 
include, but are not limited to, LEUKINE™ (S ARGRAMOSTIM™) and 
NEUPOGEN™ (FILGRASTIM™). 

In an additional embodiment, the Therapeutics of the invention are 
administered in combination with Fibroblast Growth Factors. Fibroblast Growth 
Factors that may be administered with the Therapeutics of the invention include, but 
are not limited to, FGF-1, FGF-2, FGF-3, FGF-4, FGF-5, FGF-6, FGF-7, FGF-8, 
FGF-9, FGF-10, FGF-1 1, FGF-12, FGF-13, FGF-14, and FGF-15. 
In additional embodiments, the Therapeutics of the invention are administered in 
combination with other therapeutic or prophylactic regimens, such as, for example, 
radiation therapy. 

Example 24: Method of Treating Decr eased Levels of the Polypeptide 

The present invention relates to a method for treating an individual in need of 
an increased level of a polypeptide of the invention in the body comprising 
administering to such an individual a composition comprising a therapeutically 
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effective amount of an agonist of the invention (including polypeptides of the 
invention). Moreover, it will be appreciated that conditions caused by a decrease in 
the standard or normal expression level of a secreted protein in an individual can be 
treated by administering the polypeptide of the present invention, preferably in the 
5 secreted form. Thus, the invention also provides a method of treatment of an 

individual in need of an increased level of the polypeptide comprising administering 
to such an individual a Therapeutic comprising an amount of the polypeptide to 
increase the activity level of the polypeptide in such an individual. 

For example, a patient with decreased levels of a polypeptide receives a daily 
10 dose 0.1-100 ug/kg of the polypeptide for six consecutive days. Preferably, the 

polypeptide is in the secreted form. The exact details of the dosing scheme, based on 
administration and formulation, are provided in Example 23. 

Example 25: Method of Treating Increased Levels of the Polypeptide 

15 The present invention also relates to a method of treating an individual in need 

of a decreased level of a polypeptide of the invention in the body comprising 
administering to such an individual a composition comprising a therapeutically 
effective amount of an antagonist of the invention (including polypeptides and 
antibodies of the invention). 

In one example, antisense technology is used to inhibit production of a 
polypeptide of the present invention. This technology is one example of a method of 
decreasing levels of a polypeptide, preferably a secreted form, due to a variety of 
etiologies, such as cancer. For example, a patient diagnosed with abnormally 
increased levels of a polypeptide is administered intravenously antisense 
polynucleotides at 0.5, 1.0, 1.5, 2.0 and 3.0 mg/kg day for 21 days. This treatment is 
repeated after a 7-day rest period if the treatment was well tolerated. The formulation 
of the antisense polynucleotide is provided in Example 23. 

Example 26: Method of Treatment I king Gene Therapy-Ex Vivo 

One method of gene therapy transplants fibroblasts, which are capable of 
expressing a polypeptide, onto a patient. Generally, fibroblasts are obtained from a 
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subject by skin biopsy. The resulting tissue is placed in tissue-culture medium and 
separated into small pieces. Small chunks of the tissue are placed on a wet surface of 
a tissue culture flask, approximately ten pieces are placed in each flask. The flask is 
turned upside down, closed tight and left at room temperature over night. After 24 
5 hours at room temperature, the flask is inverted and the chunks of tissue remain fixed 
to the bottom of the flask and fresh media (e.g., Ham's F12 media, with 10% FBS, 
penicillin and streptomycin) is added. The flasks are then incubated at 37 degree C 
for approximately one week. 

At this time, fresh media is added and subsequently changed every several 

10 days. After an additional two weeks in culture, a monolayer of fibroblasts emerge. 
The monolayer is trypsinized and scaled into larger flasks. 

pMV-7 (Kirschmeier, P.T. et al., DNA, 7:219-25 (1988)), flanked by the long 
terminal repeats of the Moloney murine sarcoma virus, is digested with EcoRI and 
Hindlll and subsequently treated with calf intestinal phosphatase. The linear vector is 

15 fractionated on agarose gel and purified, using glass beads. 

The cDNA encoding a polypeptide of the present invention can be amplified 
using PCR primers which correspond to the 5' and 3 1 end sequences respectively as set 
forth in Example 1 using primers and having appropriate restriction sites and 
initiation/stop codons, if necessary. Preferably, the 5' primer contains an EcoRI site 

20 and the 3' primer includes a Hindlll site. Equal quantities of the Moloney murine 
sarcoma virus linear backbone and the amplified EcoRI and Hindlll fragment are 
added together, in the presence of T4 DNA ligase. The resulting mixture is 
maintained under conditions appropriate for ligation of the two fragments. The 
ligation mixture is then used to transform bacteria HB 101, which are then plated onto 

25 agar containing kanamycin for the purpose of confirming that the vector has the gene 
of interest properly inserted. 

The amphotropic pA317 or GP+aml2 packaging cells are grown in tissue 
culture to confluent density in Dulbecco's Modified Eagles Medium (DMEM) with 
10% calf serum (CS), penicillin and streptomycin. The MSV vector containing the 

30 gene is then added to the media and the packaging cells transduced with the vector. 
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The packaging cells now produce infectious viral particles containing the gene (the 
packaging cells are now referred to as producer cells). 

Fresh media is added to the transduced producer cells, and subsequently, the 
media is harvested from a 10 cm plate of confluent producer cells. The spent media, 
containing the infectious viral particles, is filtered through a millipore filter to remove 
detached producer cells and this media is then used to infect fibroblast cells. Media is 
removed from a sub-confluent plate of fibroblasts and quickly replaced with the 
media from the producer cells. This media is removed and replaced with fresh media. 
If the titer of virus is high, then virtually all fibroblasts will be infected and no 
selection is required. If the titer is very low, then it is necessary to use a retroviral 
vector that has a selectable marker, such as neo or his. Once the fibroblasts have been 
efficiently infected, the fibroblasts are analyzed to determine whether protein is 
produced. 

The engineered fibroblasts are then transplanted onto the host, either alone or 
after having been grown to confluence on cytodex 3 microcarrier beads. 

Example 27: Gene Therapy Using Endogenous Genes Corresponding To 
Polynucleotides of the Invention 

Another method of gene therapy according to the present invention involves 
operably associating the endogenous polynucleotide sequence of the invention with a 
promoter via homologous recombination as described, for example, in U.S. Patent 
NO: 5,641,670, issued June 24, 1997; International Publication NO: WO 96/2941 1, 
published September 26, 1996; International Publication NO: WO 94/12650, 
published August 4, 1994; Koller et al., Proc. Natl. Acad. Sci USA, 86:8932-8935 
(1989); and Zijlstra et al., Nature, 342:435-438 (1989). This method involves the 
activation of a gene which is present in the target cells, but which is not expressed in 
the cells, or is expressed at a lower level than desired. 

Polynucleotide constructs are made which contain a promoter and targeting 
sequences, which are homologous to the 5' non-coding sequence of endogenous 
polynucleotide sequence, flanking the promoter. The targeting sequence will be 
sufficiently near the 5* end of the polynucleotide sequence so the promoter will be 
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operably linked to the endogenous sequence upon homologous recombination. The 
promoter and the targeting sequences can be amplified using PCR. Preferably, the 
amplified promoter contains distinct restriction enzyme sites on the 5' and 3' ends. 
Preferably, the 3' end of the first targeting sequence contains the same restriction 
5 enzyme site as the 5' end of the amplified promoter and the 5' end of the second 
targeting sequence contains the same restriction site as the 3' end of the amplified 
promoter. 

The amplified promoter and the amplified targeting sequences are digested 
with the appropriate restriction enzymes and subsequently treated with calf intestinal 
10 phosphatase. The digested promoter and digested targeting sequences are added 

together in the presence of T4 DNA ligase. The resulting mixture is maintained under 
conditions appropriate for ligation of the two fragments. The construct is size 
fractionated on an agarose gel then purified by phenol extraction and ethanol 
precipitation. 

15 In this Example, the polynucleotide constructs are administered as naked 

polynucleotides via electroporation. However, the polynucleotide constructs may also 
be administered with transfection-facilitating agents, such as liposomes, viral 
sequences, viral particles, precipitating agents, etc. Such methods of delivery are 
known in the art. 

20 Once the cells are transfected, homologous recombination will take place 

which results in the promoter being operably linked to the endogenous polynucleotide 
sequence. This results in the expression of polynucleotide corresponding to the 
polynucleotide in the cell. Expression may be detected by immunological staining, or 
any other method known in the art. 

25 Fibroblasts are obtained from a subject by skin biopsy. The resulting tissue is 

placed in DMEM + 10% fetal calf serum. Exponentially growing or early stationary 
phase fibroblasts are trypsinized and rinsed from the plastic surface with nutrient 
medium. An aliquot of the cell suspension is removed for counting, and the remaining 
cells are subjected to centrifugation. The supernatant is aspirated and the pellet is 

30 resuspended in 5 ml of electroporation buffer (20 mM HEPES pH 7.3, 137 mM NaCl, 
5 mM KC1, 0.7 mM Na, HP0 4 , 6 mM dextrose). The cells are recentrifuged, the 
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supernatant aspirated, and the cells resuspended in electroporation buffer containing 1 
mg/ml acetylated bovine serum albumin. The final cell suspension contains 
approximately 3X10 6 cells/ml. Electroporation should be performed immediately 
following resuspension. 
5 Plasmid DN A is prepared according to standard techniques. For example, to 

construct a plasmid for targeting to the locus corresponding to the polynucleotide of 
the invention, plasmid pUC18 (MBI Fermentas, Amherst, NY) is digested with 
Hindlll. The CMV promoter is amplified by PCR with an Xbal site on the 5* end and 
a BamHI site on the 3'end. Two non-coding sequences are amplified via PCR: one 
10 non-coding sequence (fragment 1 ) is amplified with a Hindlll site at the 5' end and an 
Xba site at the 3'end; the other non-coding sequence (fragment 2) is amplified with a 
BamHI site at the 5'end and a Hindlll site at the 3'end. The CMV promoter and the 
fragments ( 1 and 2) are digested with the appropriate enzymes (CMV promoter - Xbal 
and BamHI; fragment 1 - Xbal; fragment 2 - BamHI) and ligated together. The 
15 resulting ligation product is digested with Hindlll, and ligated with the Hindlll- 
digested pUC18 plasmid. 

Plasmid DNA is added to a sterile cuvette with a 0.4 cm electrode gap 
(Bio-Rad). The final DNA concentration is generally at least 120 Mg/ml. 0.5 ml of the 
cell suspension (containing approximately 1.5.X10 6 cells) is then added to the cuvette, 
20 and the cell suspension and DNA solutions are gently mixed. Electroporation is 

performed with a Gene-Pulser apparatus (Bio-Rad). Capacitance and voltage are set at 
960 pF and 250-300 V, respectively. As voltage increases, cell survival decreases, but 
the percentage of surviving cells that stably incorporate the introduced DNA into their 
genome increases dramatically. Given these parameters, a pulse time of 
25 approximately 14-20 mSec should be observed. 

Electroporated cells are maintained at room temperature for approximately 5 
min, and the contents of the cuvette are then gently removed with a sterile transfer 
pipette. The cells are added directly to 10 ml of prewarmed nutrient media (DMEM 
with 15% calf serum) in a 10 cm dish and incubated at 37 degree C. The following 
30 day, the media is aspirated and replaced with 10 ml of fresh media and incubated for a 
further 16-24 hours. 
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The engineered fibroblasts are then injected into the host, either alone or after 
having been grown to confluence on cytodex 3 microcarrier beads. The fibroblasts 
now produce the protein product. The fibroblasts can then be introduced into a 
patient as described above. 

Example 28: Method of Treatment IJsin? G ene Therapy = Tn Vivn 

Another aspect of the present invention is using in vivo gene therapy methods 
to treat disorders, diseases and conditions. The gene therapy method relates to the 
introduction of naked nucleic acid (DNA. RNA, and antisense DNA or RNA) 
sequences into an animal to increase or decrease the expression of the polypeptide. 
The polynucleotide of the present invention may be operatively linked to a promoter 
or any other genetic elements necessary for the expression of the polypeptide by the 
target tissue. Such gene therapy and delivery techniques and methods are known in 
the art, see, for example, WO90/1 1092, W098/1 1779; U.S. Patent NO. 5693622, 
5705151, 5580859; Tabata et al., Cardiovasc. Res. 35(3):470-479 (1997); Chao et al., 
Pharmacol. Res. 35(6):5 17-522 (1997); Wolff, Neuromuscul. Disord. 7(5):314-318 
(1997); Schwartz et al., Gene Ther. 3(5):405-41 1 (1996); Tsurumi et al., Circulation 
94(12):3281-3290 (1996) (incorporated herein by reference). 

The polynucleotide constructs may be delivered by any method that delivers 
injectable materials to the cells of an animal, such as. injection into the interstitial 
space of tissues (heart, muscle, skin, lung, liver, intestine and the like). The 
polynucleotide constructs can be delivered in a pharmaceutical^ acceptable liquid or 
aqueous carrier. 

The term "naked" polynucleotide. DNA or RNA, refers to sequences that are 
free from any delivery vehicle that acts to assist, promote, or facilitate entry into the 
cell, including viral sequences, viral panicles, liposome formulations, lipofectin or 
precipitating agents and the like. However, the polynucleotides of the present 
invention may also be delivered in liposome formulations (such as those taught in 
Feigner P.L. et al. (1995) Ann. NY Acad. Sci. 772:126-139 and Abdallah B. et al. 
(1995) Biol. Cell 85(1): 1-7) which can be prepared by methods well known to those 
skilled in the art. 
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The polynucleotide vector constructs used in the gene therapy method are 
preferably constructs that will not integrate into the host genome nor will they contain 
sequences that allow for replication. Any strong promoter known to those skilled in 
the art can be used for driving the expression of DNA. Unlike other gene therapies 
5 techniques, one major advantage of introducing naked nucleic acid sequences into 
target cells is the transitory nature of the polynucleotide synthesis in the cells. Studies 
have shown that non-replicating DNA sequences can be introduced into cells to 
provide production of the desired polypeptide for periods of up to six months. 
The polynucleotide construct can be delivered to the interstitial space of 

10 tissues within the an animal, including of muscle, skin, brain, lung, liver, spleen, bone 
marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, gall bladder, 
stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, gland, and 
connective tissue. Interstitial space of the tissues comprises the intercellular fluid, 
mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic fibers 

15 in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that same 
matrix within connective tissue enshcathing muscle cells or in the lacunae of bone. It 
is similarly the space occupied*by the plasma of the circulation and the lymph fluid of 
the lymphatic channels. Delivery to the interstitial space of muscle tissue is preferred 
for the reasons discussed below. They may be conveniently delivered by injection 

20 into the tissues comprising these cells. They are preferably delivered to and 

expressed in persistent, non-dividing cells which are differentiated, although delivery 
and expression may be achieved in non-differentiated or less completely 
differentiated cells, such as, for example, stem cells of blood or skin fibroblasts. In 
vivo muscle cells are particularly competent in their ability to take up and express 

25 polynucleotides. 

For the naked polynucleotide injection, an effective dosage amount of DNA or 
RNA will be in the range of from about 0.05 g/kg body weight to about 50 mg/kg 
body weight. Preferably the dosage will be from about 0.005 mg/kg to about 20 
mg/kg and more preferably from about 0.05 mg/kg to about 5 mg/kg. Of course, as 

30 the artisan of ordinary skill will appreciate, this dosage will vary according to the 

tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
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can readily be determined by those of ordinary skill in the an and may depend on the 
condition being treated and the route of administration. The preferred route of 
administration is by the parenteral route of injection into the interstitial space of 
tissues. However, other parenteral routes may also be used, such as, inhalation of an 
5 aerosol formulation particularly for delivery to lungs or bronchial tissues, throat or 
mucous membranes of the nose. In addition, naked polynucleotide constructs can be 
delivered to arteries during angioplasty by the catheter used in the procedure. 

The dose response effects of injected polynucleotide in muscle in vivo is 
determined as follows. Suitable template DNA for production of mRNA coding for 

10 polypeptide of the present invention is prepared in accordance with a standard 

recombinant DNA methodology. The template DNA, which may be either circular or 
linear, is either used as naked DNA or complexed with liposomes. The quadriceps 
muscles of mice are then injected with various amounts of the template DNA. 
Five to six week old female and male Balb/C mice are anesthetized by 

15 intraperitoneal injection with 0.3 ml of 2.5% Avertin. A 1.5 cm incision is made on 
the anterior thigh, and the quadriceps muscle is directly visualized. The template 
DNA is injected in 0. 1 ml of carrier in a 1 cc syringe through a 27 gauge needle over 
one minute, approximately 0.5 cm from the distal insertion site of the muscle into the 
knee and about 0.2 cm deep. A suture is placed over the injection site for future 

20 localization, and the skin is closed with stainless steel clips. 

After an appropriate incubation time (e.g., 7 days) muscle extracts are 
prepared by excising the entire quadriceps. Every fifth 15 urn cross-section of the 
individual quadriceps muscles is histochemically stained for protein expression. A 
time course for protein expression may be done in a similar fashion except that 

25 quadriceps from different mice are harvested at different times. Persistence of DNA 
in muscle following injection may be determined by Southern blot analysis after 
preparing total cellular DNA and HIRT supernatants from injected and control mice. 
The results of the above experimentation in mice can be use to extrapolate proper 
dosages and other treatment parameters in humans and other animals using naked 

30 DNA. 
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Example 29: Transgenic Animals. 

The polypeptides of the invention can also be expressed in transgenic animals. 
Animals of any species, including, but not limited to, mice, rats, rabbits, hamsters, 
guinea pigs, pigs, micro-pigs, goats, sheep, cows and non-human primates, e.g., 
baboons, monkeys, and chimpanzees may be used to generate transgenic animals. In a 
specific embodiment, techniques described herein or otherwise known in the art, are 
used to express polypeptides of the invention in humans, as part of a gene therapy 
protocol. 

Any technique known in the art may be used to introduce the transgene (i.e., 
polynucleotides of the invention) into animals to produce the founder lines of 
transgenic animals. Such techniques include, but are not limited to. pronuclear 
microinjection (Paterson et aL Appl. Microbiol. Biotechnol. 40:691-698 (1994); 
Carver et al., Biotechnology (NY) 1 1:1263-1270 (1993); Wright et al., Biotechnology 
(NY) 9:830-834 (1991); and Hoppe et al., U.S. Pat. No. 4,873,191 (1989)); retrovirus 
mediated gene transfer into germ lines (Van der Putten et ai., Proc. Natl. Acad. ScL, 
USA 82:6148-6152 (1985)), blastocysts or embryos; gene targeting in embryonic 
stem cells (Thompson et al, Cell 56:313-321 (1989)); electroporation of cells or 
embryos (Lo, 1983, Mol Cell. Biol. 3:1803-1814 (1983)); introduction of the 
polynucleotides of the invention using a gene gun (see, e.g., Ulmer et al., Science 
259:1745 (1993); introducing nucleic acid constructs into embryonic pleuripotent 
stem cells and transferring the stem cells back into the blastocyst: and sperm- 
mediated gene transfer (Lavitrano et al., Cell 57:717-723 (1989): etc. For a review of 
such techniques, see Gordon, "Transgenic Animals," Intl. Rev. Cytol. 1 15:171-229 
(1989), which is incorporated by reference herein in its entirety. 

Any technique known in the art may be used to produce transgenic clones 
containing polynucleotides of the invention, for example, nuclear transfer into 
enucleated oocytes of nuclei from cultured embryonic, fetal, or adult cells induced to 
quiescence (Campell et al., Nature 380:64-66 (1996); Wilmut et al., Nature 385:810- 
813(1997)). 

The present invention provides for transgenic animals that carry the transgene 
in all their cells, as well as animals which carry the transgene in some, but not all their 
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cells, i.e., mosaic animals or chimeric. The transgene may be integrated as a single 
transgene or as multiple copies such as in concatamers, e.g., head-to-head tandems or 
head-to-tail tandems. The transgene may also be selectively introduced into and 
activated in a particular cell type by following, for example, the teaching of Lasko et 
5 al. (Lasko et ah, Proc. Natl. Acad. Sci. USA 89:6232-6236 (1992)). The regulatory 
sequences required for such a cell-type specific activation will depend upon the 
particular cell type of interest, and will be apparent to those of skill in the art. When 
it is desired that the polynucleotide transgene be integrated into the chromosomal site 
of the endogenous gene, gene targeting is preferred. Briefly, when such a technique is 
10 to be utilized, vectors containing some nucleotide sequences homologous to the 
endogenous gene are designed for the purpose of integrating, via homologous 
recombination with chromosomal sequences, into and disrupting the function of the 
nucleotide sequence of the endogenous gene. The transgene may also be selectively 
introduced into a particular cell type, thus inactivating the endogenous gene in only 

15 that cell type, by following, for example, the teaching of Gu et al. (Gu et al.. Science 
265:103-106 (1994)). The regulatory sequences required for such a cell-type specific 
inactivation will depend upon the particular cell type of interest, and will be apparent 
to those of skill in the art. 

Once transgenic animals have been generated, the expression of the 

20 recombinant gene may be assayed utilizing standard techniques. Initial screening 
may be accomplished by Southern blot analysis or PCR techniques to analyze animal 
tissues to verify that integration of the transgene has taken place. The level of mRNA 
expression of the transgene in the tissues of the transgenic animals may also be 
assessed using techniques which include, but are not limited to, Northern blot analysis 

25 of tissue samples obtained from the animal, in situ hybridization analysis, and reverse 
transcriptase-PCR (rt-PCR). Samples of transgenic gene-expressing tissue may also 
be evaluated immunocytochemically or immunohistochemically using antibodies 
specific for the transgene product. 

Once the founder animals are produced, they may be bred, inbred, outbred, or 

30 crossbred to produce colonies of the particular animal. Examples of such breeding 
strategies include, but are not limited to: outbreeding of founder animals with more 
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than one integration site in order to establish separate lines; inbreeding of separate 
lines in order to produce compound transgenics that express the transgene at higher 
levels because of the effects of additive expression of each transgene; crossing of 
heterozygous transgenic animals to produce animals homozygous for a given 
5 integration site in order to both augment expression and eliminate the need for 
screening of animals by DNA analysis; crossing of separate homozygous lines to 
produce compound heterozygous or homozygous lines; and breeding to place the 
transgene on a distinct background that is appropriate for an experimental model of 
interest. 

Transgenic animals of the invention have uses which include, but are not 
limited to, animal model systems useful in elaborating the biological function of 
polypeptides of the present invention, studying diseases, disorders, and/or conditions 
associated with aberrant expression, and in screening for compounds effective in 
ameliorating such diseases, disorders, and/or conditions. 

Example 30: Knorlc-Ont &nimal& 

Endogenous gene expression can also be reduced by inactivating or "knocking 
out" the gene and/or its promoter using targeted homologous recombination. (E.g., 
see Smithies et al., Nature 317:230-234 (1985); Thomas & Capecchi, Cell 51:503- 
512 (1987); Thompson et al.. Cell 5:313-321 (1989); each of which is incorporated by 
reference herein in its entirety). For example, a mutant, non-functional 
polynucleotide of the invention (or a completely unrelated DNA sequence) flanked by 
DNA homologous to the endogenous polynucleotide sequence (either the coding 
regions or regulatory regions of the gene) can be used, with or without a selectable 
marker and/or a negative selectable marker, to transfect cells that express 
polypeptides of the invention in vivo. In another embodiment, techniques known in 
the ait are used to generate knockouts in cells that contain, but do not express the gene 
of interest. Insertion of the DNA construct, via targeted homologous recombination, 
results in inactivation of the targeted gene. Such approaches are particularly suited in 
research and agricultural fields where modifications to embryonic stem cells can be 
used to generate animal offspring with an inactive targeted gene (e.g., see Thomas & 
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Capecchi 1987 and Thompson 1989, supra). However this approach can be routinely 
adapted for use in humans provided the recombinant DNA constructs are directly 
administered or targeted to the required site in vivo using appropriate viral vectors that 
will be apparent to those of skill in the art. 
5 In further embodiments of the invention, cells that are genetically engineered 

to express the polypeptides of the invention, or alternatively, that are genetically 
engineered not to express the polypeptides of the invention (e.g., knockouts) are 
administered to a patient in vivo. Such cells may be obtained from the patient (i.e., 
animal, including human) or an MHC compatible donor and can include, but are not 

10 limited to fibroblasts, bone marrow cells, blood cells ( e.g. . lymphocytes), adipocytes, 
muscle cells, endothelial cells etc. The cells are genetically engineered in vitro using 
recombinant DNA techniques to introduce the coding sequence of polypeptides of the 
invention into the cells, or alternatively, to disrupt the coding sequence and/or 
endogenous regulatory sequence associated with the polypeptides of the invention, 

15 e.g. . by transduction (using viral vectors, and preferably vectors that integrate the 
transgene into the cell genome) or transfection procedures, including, but not limited 
to, the use of plasmids, cosmids, YACs, naked DNA, electroporation, liposomes, etc. 
The coding sequence of the polypeptides of the invention can be placed under the 
control of a strong constitutive or inducible promoter or promoter/enhancer to achieve 

20 expression, and preferably secretion, of the polypeptides of the invention. The 
engineered cells which express and preferably secrete the polypeptides of the 
invention can be introduced into the patient systemically, e.g., in the circulation, or 
intraperitoneally. 

Alternatively, the cells can be incorporated into a matrix and implanted in the 
25 body, e^g., genetically engineered fibroblasts can be implanted as part of a skin graft; 
genetically engineered endothelial cells can be implanted as part of a lymphatic or 
vascular graft. (See, for example, Anderson et al. U.S. Patent No. 5,399,349; and 
Mulligan & Wilson, U.S. Patent No. 5,460,959 each of which is incorporated by 
reference herein in its entirety). 
30 When the cells to be administered are non-autologous or non-MHC 

compatible cells, they can be administered using well known techniques which 
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prevent the development of a host immune response against the introduced cells. For 
example, the cells may be introduced in an encapsulated form which, while allowing 
for an exchange of components with the immediate extracellular environment, does 
not allow the introduced cells to be recognized by the host immune system. 

Transgenic and "knock-out" animals of the invention have uses which include, 
but are not limited to, animal model systems useful in elaborating the biological 
function of polypeptides of the present invention, studying diseases, disorders, and/or 
conditions associated with aberrant expression, and in screening for compounds 
effective in ameliorating such diseases, disorders, and/or conditions. 

Example 31: Produ ction of an Antibody 

a) Hybridoma Technology 

The antibodies of the present invention can be prepared by a variety of 
methods. (See, Current Protocols, Chapter 2.) As one example of such methods, cells 
expressing polypeptide(s) of the invention are administered to an animal to induce the 
production of sera containing polyclonal antibodies. In a preferred method, a 
preparation of polypeptide(s).<Jf the invention is prepared and purified to render it 
substantially free of natural contaminants. Such a preparation is then introduced into 
an animal in order to produce polyclonal antisera of greater specific activity. 

Monoclonal antibodies specific for polypeptide(s) of the invention are 
prepared using hybridoma technology. (Kohler et al.. Nature 256:495 (1975); Kohler 
et al., Eur. J. Immunol. 6:51 1 (1976): Kohler et al., Eur. J. Immunol. 6:292 (1976); 
Hammerling et al., in: Monoclonal Antibodies and T-Cell Hybridomas, Elsevier, 
N.Y., pp. 563-681 (1981)). In general, an animal (preferably a mouse) is immunized 
with polypeptide(s) of the invention on more preferably, with a secreted polypeptide- 
expressing cell. Such polypeptide-expressing cells are cultured in any suitable tissue 
culture medium, preferably in Earle's modified Eagle's medium supplemented with 
10% fetal bovine serum (inactivated at about 56°C), and supplemented with about 10 
g/1 of nonessential amino acids, about 1,000 U/ml of penicillin, and about 100 pg/ml 
of streptomycin. 
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The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Any suitable myeloma cell line may be employed in accordance with the 
present invention; however, it is preferable to employ the parent myeloma cell line 
(SP20), available from the ATCC. After fusion, the resulting hybridoma cells are 
5 selectively maintained in HAT medium, and then cloned by limiting dilution as 
described by Wands et al. (Gastroenterology 80:225-232 (1981)). The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 
secrete antibodies capable of binding the poiypeptide(s) of the invention. 

Alternatively, additional antibodies capable of binding to polypeptide(s) of the 
0 invention can be produced in a two-step procedure using anti-idiotypic antibodies. 
Such a method makes use of the fact that antibodies are themselves antigens, and 
therefore, it is possible to obtain an antibody which binds to a second antibody. In 
accordance with this method, protein specific antibodies are used to immunize an 
animal, preferably a mouse. The splenocytes of such an animal are then used to 
> produce hybridoma cells, and the hybridoma cells are screened to identify clones 
which produce an antibody whose ability to bind to the protein-specific antibody can 
be blocked by polypeptide^), of the invention. Such antibodies comprise anti- 
idiotypic antibodies to the protein-specific antibody and are used to immunize an 
animal to induce formation of further protein-specific antibodies. 

For in vivo use of antibodies in humans, an antibody is "humanized". Such 
antibodies can be produced using genetic constructs derived from hybridoma cells 
producing the monoclonal antibodies described above. Methods for producing 
chimeric and humanized antibodies are known in the art and are discussed herein. 
(See, for review, Morrison, Science 229:1202 (1985): Oi et al., BioTechniques 4:214 
(1986); Cabilly et al, U.S. Patent No. 4,816,567; Taniguchi et al., EP 171496; 
Morrison et al., EP 173494; Neuberger et al., WO 8601533: Robinson et al., WO 
8702671; Boulianne et al.. Nature 312:643 (1984); Neuberger et al., Nature 314:268 
(1985).) 



30 



b) Isolation Of Antibody Fragments Directed Against 
Polypeptide(s) From A Library Of scFvs 
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Naturally occurring V-genes isolated from human PBLs are constructed into a 
library of antibody fragments which contain reactivities against polypeptide(s) of the 
invention to which the donor may or may not have been exposed (see e.g., U.S. Patent 
5,885,793 incorporated herein by reference in its entirety). 
5 Rescue of the Library. 

A library of scFvs is constructed from the RN A of human PBLs as described 
in PCT publication WO 92/01047. To rescue phage displaying antibody fragments, 
approximately 109 E. coli harboring the phagemid are used to inoculate 50 ml of 
2xTY containing 1% glucose and 100 pg/ml of ampicillin (2xTY-AMP-GLU) and 

10 grown to an O.D. of 0.8 with shaking. Five ml of this culture is used to innoculate 50 
ml of 2xTY-AMP-GLU, 2 x 108 TU of delta gene 3 helper (M13 delta gene III, see 
PCT publication WO 92/01047) are added and the culture incubated at 37°C for 45 
minutes without shaking and then at 37°C for 45 minutes with shaking. The culture is 
centrifuged at 4000 r.p.m. for 10 min. and the pellet resuspended in 2 liters of 2xTY 

15 containing 100 pg/ml ampicillin and 50 ug/ml kanamycin and grown overnight. 
Phage are prepared as described in PCT publication WO 92/01047. 

M13 delta gene III is prepared as follows: M13 delta gene III helper phage 
does not encode gene III protein, hence the phage(mid) displaying antibody 
fragments have a greater avidity of binding to antigen. Infectious M13 delta gene III 

20 particles are made by growing the helper phage in cells harboring a pUC19 derivative 
supplying the wild type gene III protein during phage morphogenesis. The culture is 
incubated for 1 hour at 37° C without shaking and then for a further hour at 37°C with 
shaking. Cells are spun down (lEC-Centra 8.400 r.p.m. for 10 min), resuspended in 
300 ml 2xTY broth containing 100 pg ampicillin/ml and 25 pg kanamycin/ml (2xTY- 

25 AMP-KAN) and grown overnight, shaking at 37°C. Phage particles are purified and 
concentrated from the culture medium by two PEG-precipitations (Sambrook et al., 
1990), resuspended in 2 ml PBS and passed through a 0.45 pm filter (Minisart NML; 
Sartorius) to give a final concentration of approximately 1013 transducing units/ml 
(ampicillin-resistant clones). 

30 Panning of the Library. 
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Immunotubes (Nunc) are coated overnight in PBS with 4 ml of either 100 
Hg/ml or 10 yg/ml of a polypeptide of the present invention. Tubes are blocked with 
2% Marvel-PBS for 2 hours at 37°C and then washed 3 times in PBS. Approximately 
1013 TU of phage is applied to the tube and incubated for 30 minutes at room 
5 temperature tumbling on an over and under turntable and then left to stand for another 
1 .5 hours. Tubes are washed 10 times with PBS 0. 1 % Tween-20 and 1 0 times with 
PBS. Phage are eluted by adding 1 ml of 100 mM triethylamine and rotating 15 
minutes on an under and over turntable after which the solution is immediately 
neutralized with 0.5 ml of L0M Tris-HCl, pH 7.4. Phage are then used to infect 10 

10 ml of mid-log E. coli TGI by incubating eluted phage with bacteria for 30 minutes at 
37°C. The E. coli are then plated on TYE plates containing 1% glucose and 100 
Hg/ml ampicillin. The resulting bacterial library' is then rescued with delta gene 3 
helper phage as described above to prepare phage for a subsequent round of selection. 
This process is then repeated for a total of 4 rounds of affinity purification with tube- 

15 washing increased to 20 times with PBS, 0. 1 % Tween-20 and 20 times with PBS for 
rounds 3 and 4. 

Characterization of Binders. 

Eluted phage from the 3rd and 4th rounds of selection are used to infect E. coli 
HB 2151 and soluble scFv is produced (Marks, et al., 1991) from single colonies for 

20 assay. ELISAs are performed with microtitre plates coated with either 10 pg/ml of 
the polypeptide of the present invention in 50 mM bicarbonate pH 9.6. Clones 
positive in ELISA are further characterized by PCR fingerprinting (see, e.g., PCT 
publication WO 92/01047) and then by sequencing. These ELISA positive clones 
may also be further characterized by techniques known in the art, such as, for 

25 example, epitope mapping, binding affinity, receptor signal transduction, ability to 
block or competitively inhibit antibody/antigen binding, and competitive agonistic or 
antagonistic activity. 
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Example 32: Assays Detecting Stimulation or Inhibition of B cell P roliferation 
and Differentiation 

Generation of functional humoral immune responses requires both soluble and 
cognate signaling between B-Iineage cells and their microenvironment. Signals may 
impart a positive stimulus that allows a B-lineage cell to continue its programmed 
development, or a negative stimulus that instructs the cell to arrest its current 
developmental pathway. To date, numerous stimulatory and inhibitory signals have been 
found to influence B cell responsiveness including IL-2, IL-4, IL-5, IL-6, IL-7, IL10, IL- 
13, IL-14 and IL-15. Interestingly, these signals are by themselves weak effectors but can, 
in combination with various co-stimulatory proteins, induce activation, proliferation, 
differentiation, homing, tolerance and death among B cell populations. 

One of the best studied classes of B-cell co-stimulatory proteins is the TNF- 
superfamily. Within this family CD40, CD27, and CD30 along with their respective 
ligands CD 154, CD70, and CD 153 have been found to regulate a variety of immune 
responses. Assays which allow for the detection and/or observation of the proliferation 
and differentiation of these B-cell populations and their precursors are valuable tools in 
determining the effects various proteins may have on these B-cell populations in terms of 
proliferation and differentiation. Listed below are two assays designed to allow for the 
detection of the differentiation, proliferation, or inhibition of B-cell populations and their 
precursors. 

In Vitro Assay- Purified polypeptides of the invention, or truncated forms thereof, 
is assessed for its ability to induce activation, proliferation, differentiation or inhibition 
and/or death in B-cell populations and their precursors. The activity of the polypeptides of 
the invention on purified human tonsillar B cells, measured qualitatively over the dose 
range from 0.1 to 10,000 ng/mL. is assessed in a standard B-lymphocyte co-stimulation 
assay in which purified tonsillar B cells are cultured in the presence of either formalin- 
fixed Staphylococcus aureus Cowan I (SAC) or immobilized anti-human IgM antibody as 
the priming agent. Second signals such as IL-2 and IL-15 synergize with SAC and IgM 
crosslinking to elicit B cell proliferation as measured by tritiated-thymidine incorporation. 
Novel synergizing agents can be readily identified using this assay. The assay involves 
isolating human tonsillar B cells by magnetic bead (MACS) depletion of CD3-positive 
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cells. The resulting cell population is greater than 95% B cells as assessed by expression 
ofCD45R(B220). 

Various dilutions of each sample are placed into individual wells of a 96-well plate 
to which are added 10 5 B-cells suspended in culture medium (RPMI 1640 containing 10% 
5 FBS, 5 X 10* 5 M 2ME, lOOU/ml penicillin, lOug/ml streptomycin, and 10* 5 dilution of 
SAC) in a total volume of 150ul. Proliferation or inhibition is quantitated by a 20h pulse 
(luCi/well) with 3H-thymidine (6.7 Ci/mM) beginning 72h post factor addition. The 
positive and negative controls are IL2 and medium respectively. 

In Vivo Assay- B ALB/c mice are injected (i.p.) twice per day with buffer only, or 
10 2 mg/Kg of a polypeptide of the invention, or truncated forms thereof. Mice receive this 
treatment for 4 consecutive days, at which time they are sacrificed and various tissues and 
serum collected for analyses. Comparison of H&E sections from normal spleens and 
spleens treated with polypeptides of the invention identify the results of the activity of the 
polypeptides on spleen cells, such as the diffusion of peri-arterial lymphatic sheaths, 
15 and/or significant increases in the nucleated cellularity of the red pulp regions, which may 
indicate the activation of the differentiation and proliferation of B-cell populations. 
Immunohistochemical studies using a B cell marker, anti-CD45R(B220), are used to 
determine whether any physiological changes to splenic cells, such as splenic 
disorganization, are due to increased B-cell representation within loosely defined B-cell 
20 zones that infiltrate established T-cell regions. 

Flow cytometric analyses of the spleens from mice treated with polypeptide is used 
to indicate whether the polypeptide specifically increases the proportion of ThB+, 
CD45R(B220)dull B cells over that which is observed in control mice. 

Likewise, a predicted consequence of increased mature B-cell representation in 
25 vivo is a relative increase in serum Ig titers. Accordingly, serum IgM and IgA levels are 
compared between buffer and polypeptide-treated mice. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides of the invention (e.g., gene therapy), agonists, and/or 
30 antagonists of polynucleotides or polypeptides of the invention. 
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Example 33: T Cell Prntiferatinn A« ay 

A CD3-induced proJiferation assay is performed on PBMCs and is measured by 
the uptake of ^-thymidine. The assay is performed as follows. Ninety-six well plates an 
coated with 100 ul/well of mAb to CD3 (HIT3a, Pharmingen) or isotype-matched control 
mAb (B33.1) overnight at 4 degrees C (1 ug/ml in .05M bicarbonate buffer, pH 9.5), then 
washed three times with PBS. PBMC are isolated by F/H gradient centrifugation from 
human peripheral blood and added to quadruplicate wells (5 x lOVwell) of mAb coated 
plates in RPMI containing 10% FCS and P/S in the presence of varying concentrations of 
polypeptides of the invention (total volume 200 ul). Relevant protein buffer and medium 
alone are controls. After 48 hr. culture at 37 degrees C. plates are spun for 2 min. at 1000 
rpm and 100 ul of supernatant is removed and stored -20 degrees C for measurement of 
IL-2 (or other cytokines) if effect on proliferation is observed. Wells are supplemented 
with 100 ul of medium containing 0.5 uCi of 'H-thymidine and cultured at 37 degrees C 
for 18-24 hr. Wells are harvested and incorporation of 'H-thymidine used as a measure of 
proliferation. Anti-CD3 alone is the positive control for proliferation. IL-2 (100 U/ml) is 
also used as a control which enhances proliferation. Control antibody which does not 
induce proliferation of T cells is used as the negative controls for the effects of 
polypeptides of the invention. 

The studies described in this example tested activity of polypeptides of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides of the invention (e.g., gene therapy), agonists, and/or 
antagonists of polynucleotides or polypeptides of the invention. 

Example 34; Effect of Polypeptides of the Inv e ntion on the Rypression of MHP 
C)a$s ft CpStimillatorv m <\ Adhesion Mnl e cules and Tell Differentiation nf 
Monocytes and Monoc vfe-Derived Hum a n Dendritic ("elk 

Dendritic cells are generated by the expansion of proliferating precursors found in 
the peripheral blood: adherent PBMC or elutriated monocytic fractions are cultured for 7- 
10 days with GM-CSF (50 ng/ml) and IL-4 (20 ng/ml). These dendritic cells have the 
characteristic phenotype of immature cells (expression of CD1, CD80, CD86, CD40 and 
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MHC class II antigens). Treatment with activating factors, such as TNF-a, causes a rapid 
change in surface phenotype (increased expression of MHC class I and II, costimulatory 
and adhesion molecules, downregulation of FC7RII, upregulation of CD83). These 
changes correlate with increased antigen-presenting capacity and with functional 
5 maturation of the dendritic cells. 

FACS analysis of surface antigens is performed as follows. Cells are treated 1-3 
days with increasing concentrations of polypeptides of the invention or LPS (positive 
control), washed with PBS containing 1% BSA and 0.02 mM sodium azide, and then 
incubated with 1:20 dilution of appropriate FITC- or PE-labeled monoclonal antibodies 
10 for 30 minutes at 4 degrees C. After an additional wash, the labeled cells are analyzed by 
flow cytometry on a FACScan (Becton Dickinson). 

Effect on the productio n of cytokines . Cytokines generated by dendritic cells, in 
particular IL-12. are important in the initiation of T-cell dependent immune responses. IL- 

15 12 strongly influences the development of Thl helper T-cell immune response, and 

induces cytotoxic T and NK cell function. An ELISA is used to measure the IL-12 release 
as follows. Dendritic cells (lOVml) are treated with increasing concentrations of 
polypeptides of the invention for 24 hours. LPS (100 ng/ml) is added to the cell culture as 
positive control. Supernatants from the cell cultures are then collected and analyzed for 

20 IL-12 content using commercial ELISA kit (e..g, R&D Systems (Minneapolis, MN)). 
The standard protocols provided with the kits are used. 

Effect on the expression of MHC Class II, costimulatory and adhesion molecules. 
Three major families of cell surface antigens can be identified on monocytes: adhesion 

25 molecules, molecules involved in antigen presentation, and Fc receptor. Modulation of 
the expression of MHC class II antigens and other costimulatory molecules, such as B7 
and ICAM-1, may result in changes in the antigen presenting capacity of monocytes and 
ability to induce T cell activation. Increase expression of Fc receptors may correlate with 
improved monocyte cytotoxic activity, cytokine release and phagocytosis. 

30 FACS analysis is used to examine the surface antigens as follows. Monocytes are 

treated 1-5 days with increasing concentrations of polypeptides of the invention or LPS 
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(positive control), washed with PBS containing 1% BSA and 0.02 mM sodium azide, and 
then incubated with 1:20 dilution of appropriate FITC- or PE-labeled monoclonal 
antibodies for 30 minutes at 4 degreesC. After an additional wash, the labeled cells are 
analyzed by flow cytometry on a FACScan (Becton Dickinson). 

Monocyte activation and/or increased survival. Assays for molecules that activate 
(or alternatively, inactivate) monocytes and/or increase monocyte survival (or 
alternatively, decrease monocyte survival) are known in the art and may routinely be 
applied to determine whether a molecule of the invention functions as an inhibitor or 
activator of monocytes. Polypeptides, agonists, or antagonists of the invention can be 
screened using the three assays described below. For each of these assays. Peripheral 
blood mononuclear cells (PBMC) are purified from single donor leukopacks (American 
Red Cross, Baltimore, MD) by centrifugation through a Histopaque gradient (Sigma). 
Monocytes are isolated from PBMC by counterflow centrifugal elutriation. 

Monocyte Survival Assay. Human peripheral blood monocytes progressively lose 
viability when cultured in absence of serum or other stimuli. Their death results from 
internally regulated process (apoptosis). Addition to the culture of activating factors, such 
as TNF-alpha dramatically improves cell survival and prevents DNA fragmentation. 
Propidium iodide (PI) staining is used to measure apoptosis as follows. Monocytes are 
cultured for 48 hours in polypropylene tubes in serum-free medium (positive control), in 
the presence of 100 ng/ml TNF-alpha (negative control), and in the presence of varying 
concentrations of the compound to be tested. Cells are suspended at a concentration of 2 x 
10 6 /ml in PBS containing PI at a final concentration of 5 }Xg/ml, and then incubaed at room 
temperature for 5 minutes before FACScan analysis. PI uptake has been demonstrated to 
correlate with DNA fragmentation in this experimental paradigm. 

Effect on cytokine release. An important function of monocytes/macrophages is 
their regulatory activity on other cellular populations of the immune system through the 
release of cytokines after stimulation. An ELISA to measure cytokine release is 
performed as follows. Human monocytes are incubated at a density of 5x 10 5 cells/ml with 
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increasing concentrations of the a polypeptide of the invention and under the same 
conditions, but in the absence of the polypeptide. For IL-12 production, the cells are 
primed overnight with IFN ( 100 U/ml) in presence of a polypeptide of the invention. LPS 
(10 ng/ml) is then added. Conditioned media are collected after 24h and kept frozen until 
5 use. Measurement of TNF-alpha, IL- 1 0, MCP- 1 and IL-8 is then performed using a 

commercially available ELISA kit (e..g, R&D Systems (Minneapolis, MN)) and applying 
the standard protocols provided with the kit. 

Oxidative burst. Purified monocytes are plated in 96- w plate at 2-lxl0 5 cell/well. 
10 Increasing concentrations of polypeptides of the invention are added to the wells in a total 
volume of 0.2 ml culture medium (RPMI 1640 + 10% FCS, glutamine and antibiotics). 
After 3 days incubation, the plates are centrifuged and the medium is removed from the 
wells. To the macrophage monolayers, 0.2 ml per well of phenol red solution (140 mM 
NaCl, 10 mM potassium phosphate buffer pH 7.0, 5.5 mM dextrose, 0.56 mM phenol red 
15 and 19 U/ml of HRPO) is added, together with the stimulant (200 nM PMA). The plates 
are incubated at 37°C for 2 hours and the reaction is stopped by adding 20 pi IN NaOH 
per well. The absorbance is read at 610 nm. To calculate the amount of H : 0 2 produced by 
the macrophages, a standard curve of a H : 0 2 solution of known molarity is performed for 
each experiment. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the an could easily modify the exemplified studies to 
test the activity of polypeptides, polynucleotides (e.g., gene therapy), agonists, and/or 
antagonists of the invention. 

Example 35: Biological Effects of Poly peptides of the Invention 

Astrocyte and Neuronal Assays - 

Recombinant polypeptides of the invention, expressed in Escherichia coli and 
purified as described above, can be tested for activity in promoting the survival, neurite 
outgrowth, or phenotypic differentiation of cortical neuronal cells and for inducing the 
proliferation of glial fibrillary acidic protein immunopositive cells, astrocytes. The 
selection of cortical cells for the bioassay is based on the prevalent expression of FGF-1 
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and FGF-2 in cortical structures and on the previously reported enhancement of cortical 
neuronal survival resulting from FGF-2 treatment. A thymidine incorporation assay, for 
example, can be used to elucidate a polypeptide of the invention's activity on these cells. 

Moreover, previous reports describing the biological effects of FGF-2 (basic FGF) 
on cortical or hippocampal neurons in vitro have demonstrated increases in both neuron 
survival and neurite outgrowth (Walicke et aL "Fibroblast growth factor promotes 
survival of dissociated hippocampal neurons and enhances neurite extension." Proc. Natl 
Acad. Sci. USA 53:3012-3016. (1986), assay herein incorporated by reference in its 
entirety). However, reports from experiments done on PC- 1 2 cells suggest that these two 
responses are not necessarily synonymous and may depend on not only which FGF is 
being tested but also on which receptor(s) are expressed on the target cells. Using the 
primary cortical neuronal culture paradigm, the ability of a polypeptide of the invention to 
induce neurite outgrowth can be compared to the response achieved with FGF-2 using, for 
example, a thymidine incorporation assay. 

Fibroblast and endothelial cell assays - 

Human lung fibroblasts are obtained from Clonetics (San Diego, CA) and 
maintained in growth media from Clonetics. Dermal microvascular endothelial cells are 
obtained from Cell Applications (San Diego, CA). For proliferation assays, the human 
lung fibroblasts and dermal microvascular endothelial cells can be cultured at 5,000 
cells/well in a 96-well plate for one day in growth medium. The cells are then incubated 
for one day in 0.1% BSA basal medium. After replacing the medium with fresh 0.1% BSA 
medium, the cells are incubated with the test proteins for 3 days. Alamar Blue (Alamar 
Biosciences, Sacramento, CA) is added to each well to a final concentration of 10%. The 
cells are incubated for 4 hr. Cell viability is measured by reading in a CytoFluor 
fluorescence reader. For the PGE : assays, the human lung fibroblasts are cultured at 
5,000 cells/well in a 96-well plate for one day. After a medium change to 0.1% BSA 
basal medium, the cells are incubated with FGF-2 or polypeptides of the invention with or 
without IL-la for 24 hours. The supematants are collected and assayed for PGE, by EIA 
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kit (Cayman, Ann Arbor, MI). For the IL-6 assays, the human lung fibroblasts are 
cultured at 5,000 cells/well in a 96-well plate for one day. After a medium change to 
0.1% BSA basal medium, the cells are incubated with FGF-2 or with or without 
polypeptides of the invention IL-la for 24 hours. The supernatants are collected and 
assayed for IL-6 by ELISA kit (Endogen, Cambridge, MA). 

Human lung fibroblasts are cultured with FGF-2 or polypeptides of the invention 
for 3 days in basal medium before the addition of Alamar Blue to assess effects on growth 
of the fibroblasts. FGF-2 should show a stimulation at 10 - 2500 ng/ml which can be used 
to compare stimulation with polypeptides of the invention. 

Parkinson Models . 

The loss of motor function in Parkinson's disease is attributed to a deficiency of 
striatal dopamine resulting from the degeneration of the nigrostriatal dopaminergic 
projection neurons. An animal model for Parkinson's that has been extensively 
characterized involves the systemic administration of l-methyl-4 phenyl 1,2,3,6- 
tetrahydropyridine (MPTP). In the CNS, MPTP is taken-up by astrocytes and catabolized 
by monoamine oxidase B to f-methyl-4-phenyl pyridine (MPP*) and released. 
Subsequently, MPP + is actively accumulated in dopaminergic neurons by the high-affinity 
reuptake transporter for dopamine. MPF is then concentrated in mitochondria by the 
electrochemical gradient and selectively inhibits nicotidamide adenine disphosphate: 
ubiquinone oxidoreductionase (complex I), thereby interfering with electron transport and 
eventually generating oxygen radicals. 

It has been demonstrated in tissue culture paradigms that FGF-2 (basic FGF) has 
trophic activity towards nigral dopaminergic neurons (Ferrari et al., Dev. Biol. 1989). 
Recently, Dr. Unsicker's group has demonstrated that administering FGF-2 in gel foam 
implants in the striatum results in the near complete protection of nigral dopaminergic 
neurons from the toxicity associated with MPTP exposure (Otto and Unsicker, J. 
Neuroscience, 1990). 

Based on the data with FGF-2, polypeptides of the invention can be evaluated to 
determine whether it has an action similar to that of FGF-2 in enhancing dopaminergic 
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neuronal survival in vitro and it can also be tested in vivo for protection of dopaminergic 
neurons in the striatum from the damage associated with MPTP treatment. The potential 
effect of a polypeptide of the invention is first examined in vitro in a dopaminergic 
neuronal cell culture paradigm. The cultures are prepared by dissecting the midbrain floor 
5 plate from gestation day 1 4 Wistar rat embryos. The tissue is dissociated with trypsin and 
seeded at a density of 200,000 cells/cnr on polyorthinine-laminin coated glass coverslips. 
The cells are maintained in Dulbecco's Modified Eagle's medium and F12 medium 
containing hormonal supplements (Nl). The cultures are fixed with paraformaldehyde 
after 8 days in vitro and are processed for tyrosine hydroxylase, a specific marker for 
10 dopminergic neurons, immunohistochemical staining. Dissociated cell cultures are 
prepared from embryonic rats. The culture medium is changed every third day and the 
factors are also added at that time. 

Since the dopaminergic neurons are isolated from animals at gestation day 14, a 
developmental time which is past the stage when the dopaminergic precursor cells are 
15 proliferating, an increase in the number of tyrosine hydroxylase immunopositive neurons 
would represent an increase in the number of dopaminergic neurons surviving in vitro. 
Therefore, if a polypeptide of .the invention acts to prolong the survival of dopaminergic 
neurons, it would suggest that the polypeptide may be involved in Parkinson's Disease. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the an could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 36: The Effect of Polypeptides of th e Invention on the Growth of 
Vascular Endothelial Oik 

On day 1, human umbilical vein endothelial cells (HUVEC) are seeded at 2-5x10" 
cells/35 mm dish density in M199 medium containing 4% fetal bovine serum (FBS), 16 
units/ml heparin, and 50 units/ml endothelial cell growth supplements (ECGS, 
Biotechnique, Inc.). On day 2, the medium is replaced with M199 containing 10% FBS, 8 
units/ml heparin. A polypeptide having the amino acid sequence of SEQ ID NO:Y, and 
positive controls, such as VEGF and basic FGF (bFGF) are added, at varying 
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concentrations. On days 4 and 6, the medium is replaced. On day 8, cell number is 
determined with a Coulter Counter. 

An increase in the number of HUVEC cells indicates that the polypeptide of the 
invention may proliferate vascular endothelial cells. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the ait could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 37: Stimulatory Effect of P olypeptides of the Invention op | fre 
Proliferation of Vascular Endothelial Cells 

For evaluation of mitogenic activity of growth factors, the colorimetric MTS 
(3-(4,5-dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)2H- 
tetrazolium) assay with the electron coupling reagent PMS (phenazine methosulfate) was 
performed (CellTiter 96 AQ, Promega). Cells are seeded in a 96-well plate (5,000 
cells/well) in 0.1 mL serum-supplemented medium and are allowed to attach overnight. 
After serum-starvation for 12 hours in 0.5% FBS, conditions (bFGF, VEGF 165 or a 
polypeptide of the invention in 0.5% FBS) with or without Heparin (8 U/ml) are added to 
wells for 48 hours. 20 mg of MTS/PMS mixture (1:0.05) are added per well and allowed 
to incubate for 1 hour at 37°C before measuring the absorbance at 490 nm in an ELISA 
plate reader. Background absorbance from control wells (some media, no cells) is 
subtracted, and seven wells are performed in parallel for each condition. See, Leak etai 
In Vitro Cell Dev. Biol. 504:512-518 (1994). 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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Example 38: Inhibition of PDGF-induced Vascular Smooth Muscle Cell 
Proliferation Stimulatory Effect 

HAoSMC proliferation can be measured, for example, by BrdUrd incorporation. 
5 Briefly, subconfluent, quiescent cells grown on the 4-chamber slides are transfected with 
CRP or FITC-labeied AT2-3LP. Then, the cells are pulsed with 10% calf serum and 6 
mg/ml BrdUrd. After 24 h, immunocytochemistry is performed by using BrdUrd Staining 
Kit (Zymed Laboratories). In brief, the cells are incubated with the biotinylated mouse 
anti-BrdUrd antibody at 4 degrees C for 2 h after being exposed to denaturing solution and 

10 then incubated with the streptavidin-peroxidase and diaminobenzidine. After 

counterstaining with hematoxylin, the cells are mounted for microscopic examination, and 
the BrdUrd-positive cells are counted. The BrdUrd index is calculated as a percent of the 
BrdUrd-positive cells to the total cell number. In addition, the simultaneous detection of 
the BrdUrd staining (nucleus) and the FITC uptake (cytoplasm) is performed for 

15 individual cells by the concomitant use of bright field illumination and dark field-UV 
fluorescent illumination. See, Hayashida et al., J. Biol. Chem. 6:27 1 (36):2 1 985-2 1992 
(1996). 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the an could easily modify the exemplified studies to 
20 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 39: Stimulation of Endothelial Migration 

This example will be used to explore the possibility that a polypeptide of the 
25 invention may stimulate lymphatic endothelial cell migration. 

Endothelial cell migration assays are performed using a 48 well microchemotaxis 
chamber (Neuroprobe Inc., Cabin John, MD: Falk, W., et al., J. Immunological Methods 
1980;33:239-247). Polyvinylpyrrolidone-free polycarbonate filters with a pore size of 8 
urn (Nucleopore Corp. Cambridge, MA) are coated with 0. 1 % gelatin for at least 6 hours 
30 at room temperature and dried under sterile air. Test substances are diluted to appropriate 
concentrations in Ml 99 supplemented with 0.25% bovine serum albumin (BSA), and 25 
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ul of the final dilution is placed in the lower chamber of the modified Boyden apparatus. 
Subconfluent, early passage (2-6) HUVEC or BMEC cultures are washed and trypsinized 
for the minimum time required to achieve cell detachment. After placing the filter 
between lower and upper chamber, 2.5 x 10 5 cells suspended in 50 ul Ml 99 containing 1% 
FBS are seeded in the upper compartment. The apparatus is then incubated for 5 hours at 
37°C in a humidified chamber with 5% C02 to allow cell migration. After the incubation 
period, the filter is removed and the upper side of the filter with the non-migrated cells is 
scraped with a rubber policeman. The filters are fixed with methanol and stained with a 
Giemsa solution (Diff- Quick, Baxter, McGraw Park, IL). Migration is quantified by 
counting cells of three random high-power fields (40x) in each well, and all groups are 
performed in quadruplicate. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 40: Stimulation of Nitric Oxide Production bv Endothelial Cells 

Nitric oxide released by the vascular endothelium is believed to be a mediator of 
vascular endothelium relaxation. Thus, activity of a polypeptide of the invention can be 
assayed by determining nitric oxide production by endothelial cells in response to the 
polypeptide. 

Nitric oxide is measured in 96-weli plates of confluent microvascular endothelial 
cells after 24 hours starvation and a subsequent 4 hr exposure to various levels of a 
positive control (such as VEGF-1) and the polypeptide of the invention. Nitric oxide in 
the medium is determined by use of the Griess reagent to measure total nitrite after 
reduction of nitric oxide-derived nitrate by nitrate reductase. The effect of the polypeptide 
of the invention on nitric oxide release is examined on HUVEC. 

Briefly, NO release from cultured HUVEC monolayer is measured with a NO- 
specific polarographic electrode connected to a NO meter (Iso-NO, World Precision 
Instruments Inc.) (1049). Calibration of the NO elements is performed according to the 
following equation: 
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2KN0 2 + 2KI + 2H : S0 4 6 2NO + I 3 + 2H 2 0 + 2K 2 S0 4 
The standard calibration curve is obtained by adding graded concentrations of 
KNO : (0, 5, 10, 25, 50, 100, 250, and 500 nmol/L) into the calibration solution containing 
KI and H 3 S0 4 . The specificity of the Iso-NO electrode to NO is previously determined by 
measurement of NO from authentic NO gas (1050). The culture medium is removed and 
HUVECs are washed twice with Dulbecco's phosphate buffered saline. The cells are then 
bathed in 5 ml of filtered Krebs-Henseleit solution in 6-well plates, and the cell plates are 
kept on a slide wanner (Lab Line Instruments Inc.) To maintain the temperature at 37°C 
The NO sensor probe is inserted vertically into the wells, keeping the tip of the electrode 2 
mm under the surface of the solution, before addition of the different conditions. 
S-nitroso acetyl penicillamin (SNAP) is used as a positive control. The amount of 
released NO is expressed as picomoles per lxlO 6 endothelial cells. All values reported are 
means of four to six measurements in each group (number of cell culture wells). See, 
Leak etal. Biochem. andBiophys. Res. Comm. 277:96-105 (1995). 

The studies described in this example tested activity of polypeptides of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 41; Effect of Polvpepides of the Invention on Cord Formation in 
Angiogenesis 

Another step in angiogenesis is cord formation, marked by differentiation of 
endothelial cells. This bioassay measures the ability of microvascular endothelial cells to 
form capillary-like structures (hollow structures) when cultured in vitro. 

CADMEC (microvascular endothelial cells) are purchased from Cell Applications, 
Inc. as proliferating (passage 2) cells and are cultured in Cell Applications' CADMEC 
Growth Medium and used at passage 5. For the in vitro angiogenesis assay, the wells of a 
48-well cell culture plate are coated with Cell Applications' Attachment Factor Medium 
(200 ml/well) for 30 min. at 37°C. CADMEC are seeded onto the coated wells at 7,500 
cells/well and cultured overnight in Growth Medium. The Growth Medium is then 
replaced with 300 mg Cell Applications' Chord Formation Medium containing control 
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buffer or a polypeptide of the invention (0.1 to 100 ng/ml) and the cells are cultured for an 
additional 48 hr. The numbers and lengths of the capillary-like chords are quantitated 
through use of the Boeckeler VIA- 170 video image analyzer. All assays are done in 
triplicate. 

5 Commercial (R&D) VEGF (50 ng/ml) is used as a positive control, b-esteradiol (1 

ng/ml) is used as a negative control. The appropriate buffer (without protein) is also 
utilized as a control. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
10 test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 42: Angiogenic Effect o n Chick Chorioallantoic Membrane 

Chick chorioallantoic membrane (CAM) is a well-established system to examine 
15 angiogenesis. Blood vessel formation on CAM is easily visible and quantifiable. The 
ability of polypeptides of the invention to stimulate angiogenesis in CAM can be 
examined. 

Fertilized eggs of the White Leghorn chick (Gallus gallus) and the Japanese qual 
(Coturnix coturnix) are incubated at 37.8°C and 80% humidity. Differentiated CAM of 
16-day-old chick and 13-day-old qual embryos is studied with the following methods. 

On Day 4 of development, a window is made into the egg shell of chick eggs. The 
embryos are checked for normal development and the eggs sealed with cellotape. They 
are further incubated until Day 13. Thermanox coverslips (Nunc, Naperville, IL) are cut 
into disks of about 5 mm in diameter. Sterile and salt-free growth factors are dissolved in 
distilled water and about 3.3 mg/ 5 ml are pipetted on the disks. After air-drying, the 
inverted disks are applied on CAM. After 3 days, the specimens are fixed in 3% 
glutaraldehyde and 2% formaldehyde and rinsed in 0.12 M sodium cacodylate buffer. 
They are photographed with a stereo microscope [Wild M8] and embedded for semi- and 
ultrathin sectioning as described above. Controls are performed with carrier disks alone. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
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test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 43: Anpiorenesis Assay Using a Matri gel Implant in Moh cp 
5 In vivo angiogenesis assay of a polypeptide of the invention measures the ability of 

an existing capillary network to form new vessels in an implanted capsule of murine 
extracellular matrix material (Matrigel). The protein is mixed with the liquid Matrigel at 4 
degree C and the mixture is then injected subcutaneously in mice where it solidifies. After 
7 days, the solid "plug" of Matrigel is removed and examined for the presence of new 
10 blood vessels. Matrigel is purchased from Becton Dickinson Labware/Collaborative 
Biomedical Products. 

When thawed at 4 degree C the Matrigel material is a liquid. The Matrigel is 
mixed with a polypeptide of the invention at 150 ng/ml at 4 degrees C and drawn into cold 
3 ml syringes. Female C57B1/6 mice approximately 8 weeks old are injected with the 
15 mixture of Matrigel and experimental protein at 2 sites at the midventral aspect of the 
abdomen (0.5 ml/site). After 7 days, the mice are sacrificed by cervical dislocation, the 
Matrigel plugs are removed and cleaned (i.e.. all clinging membranes and fibrous tissue is 
removed). Replicate whole plugs are fixed in neutral buffered 10% formaldehyde, 
embedded in paraffin and used to produce sections for histological examination after 
20 staining with Masson' s Trichrome. Cross sections from 3 different regions of each plug 
are processed. Selected sections are stained for the presence of vWF. The positive control 
for this assay is bovine basic FGF (150 ng/ml). Matrigel alone is used to determine basal 
levels of angiogenesis. 

The studies described in this example tested activity of a polypeptide of the 
25 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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gyample 44: Rescge pf tofcmia in Rabbit jLpwer Limfr Mfofel 

To study the in vivo effects of polynucleotides and polypeptides of the invention 
on ischemia, a rabbit hindlimb ischemia model is created by surgical removal of one 
femoral arteries as described previously (Takeshita et al.Am J. Pathol 747:1649-1660 
5 (1995)). The excision of the femoral artery results in retrograde propagation of thrombus 
and occlusion of the external iliac artery. Consequently, blood flow to the ischemic limb 
is dependent upon collateral vessels originating from the internal iliac artery (Takeshita*/ 
al Am 7. Pathol 147: 1649-1660 (1995)). An interval of 10 days is allowed for post- 
operative recovery of rabbits and development of endogenous collateral vessels. At 10 

10 day post-opera tively (day 0), after performing a baseline angiogram, the internal iliac 
artery of the ischemic limb is transfected with 500 mg naked expression plasmid 
containing a polynucleotide of the invention by arterial gene transfer technology using a 
hydrogel-coated balloon catheter as described (Riessen et al Hum Gene Ther. 4:749-758 
(1993); Leclerc et al J. Clin. Invest 90: 936-944 (1992)). When a polypeptide of the 

15 invention is used in the treatment, a single bolus of 500 mg polypeptide of the invention or 
control is delivered into the internal iliac artery of the ischemic limb over a period of 1 
min. through an infusion catheter. On day 30, various parameters are measured in these 
rabbits: (a) BP ratio - The blood pressure ratio of systolic pressure of the ischemic limb to 
that of normal limb; (b) Blood Flow and Flow Reserve - Resting FL: the blood flow 

20 during undilated condition and Max FL: the blood flow during fully dilated condition (also 
an indirect measure of the blood vessel amount) and Flow Reserve is reflected by the ratio 
of max FL: resting FL; (c) Angiographic Score - This is measured by the angiogram of 
collateral vessels. A score is determined by the percentage of circles in an overlaying grid 
that with crossing opacified arteries divided by the total number m the rabbit thigh; (d) 

25 Capillary density - The number of collateral capillaries determined in light microscopic 
sections taken from hindlimbs. 

The studies described in this example tested activity of polynucleotides and 
polypeptides of the invention. However, one skilled in the art could easily modify the 
exemplified studies to test the agonists, and/or antagonists of the invention. 
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Example 45: Effect of Polypeptides of the Invention on Vasodilation 

Since dilation of vascular endothelium is important in reducing blood pressure, the 
ability of polypeptides of the invention to affect the blood pressure in spontaneously 
hypertensive rats (SHR) is examined. Increasing doses (0, 10, 30, 100, 300, and 900 
5 mg/kg) of the polypeptides of the invention are administered to 1 3 - 14 week old 
spontaneously hypertensive rats (SHR). Data are expressed as the mean +/- SEM. 
Statistical analysis are performed with a paired t-test and statistical significance is defined 
as p<0.05 vs. the response to buffer alone. 

The studies described in this example tested activity of a polypeptide of the 
10 invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 



Example 46: Ra t Ischemic Skin Flap Model 

The evaluation parameters include skin blood flow, skin temperature, and factor 
VIII immunohistochemistry or endothelial alkaline phosphatase reaction. Expression of 
polypeptides of the invention, during the skin ischemia, is studied using in situ 
hybridization. 

The study in this model is divided into three parts as follows: 

a) Ischemic skin 

b) Ischemic skin wounds 

c) Normal wounds 
The experimental protocol includes: 

a) Raising a 3x4 cm. single pedicle full-thickness random skin flap (myocutaneous 
25 flap over the lower back of the animal). 

b) An excisional wounding (4-6 mm in diameter) in the ischemic skin (skin-flap). 

c) Topical treatment with a polypeptide of the invention of the excisional wounds 
(day 0, 1, 2, 3, 4 post-wounding) at the following various dosage ranges: Img to 100 mg. 

d) Harvesting the wound tissues at day 3, 5, 7, 10, 14 and 21 post-wounding for 
30 histological, immunohistochemical, and in situ studies. 
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The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 47: Peripheral Arterial Disease Model 

Angiogenic therapy using a polypeptide of the invention is a novel therapeutic 
strategy to obtain restoration of blood flow around the ischemia in case of peripheral 
arterial diseases. The experimental protocol includes: 

a) One side of the femoral artery is ligated to create ischemic muscle of 
the hindlimb, the other side of hindlimb serves as a control. 

b) a polypeptide of the invention, in a dosage range of 20 mg - 500 mg, is 
delivered intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-3 
weeks. 

c) The ischemic muscle tissue is collected after ligation of the femoral 

artery at 1, 2, and 3 weeks for the analysis of expression of a polypeptide of the invention 
and histology. Biopsy is also performed on the other side of normal muscle of the 
contralateral hindlimb. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 48: Ischemic M yocardial Disease Model 

A polypeptide of the invention is evaluated as a potent mitogen capable of 
stimulating the development of collateral vessels, and restructuring new vessels after 
coronary artery occlusion. Alteration of expression of the polypeptide is investigated in 
situ. The experimental protocol includes: 
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a) The heart is exposed through a left-side thoracotomy in the rat. Immediately, 
the left coronary artery is occluded with a thin suture (6-0) and the thorax is closed. 

b) a polypeptide of the invention, in a dosage range of 20 mg - 500 mg, is 
delivered intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-4 
weeks. 

c) Thirty days after the surgery, the heart is removed and cross-sectioned 
for morphometric and in situ analyzes. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the an could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 49: Rat Corneal Wound Healing Model 

This animal model shows the effect of a polypeptide of the invention on 
neovascularization. The experimental protocol includes: 

a) Making a 1-1.5 mm long incision from the center of cornea into the stromal 

layer. 

b) Inserting a spatula below the lip of the incision facing the outer corner of 

the eye. 

c) Making a pocket (its base is 1-1.5 mm form the edge of the eye). 

d) Positioning a pellet, containing 50ng- 5ug of a polypeptide of the invention, 
within the pocket. 

e) Treatment with a polypeptide of the invention can also be applied topically 
to the corneal wounds in a dosage range of 20mg - 500mg (daily treatment for five days). 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 
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Exqmpte 50; Diabetic Mouse and Glucocorticoid-Imp aired Wound Healinp 

Models 

A. Diabetic db+/db+ Mouse Model 

To demonstrate that a polypeptide of the invention accelerates the healing process, 
the genetically diabetic mouse model of wound healing is used. The full thickness wound 
healing model in the db+/db+ mouse is a well characterized, clinically relevant and 
reproducible model of impaired wound healing. Healing of the diabetic wound is 
dependent on formation of granulation tissue and re-epithelialization rather than 
contraction (Gartner. M.H. et al, J. Surg. Res. 52:389 (1992); Greenhalgh, D.G. etaL, 
Am. J. Pathol. 136:1235 (1990)). 

The diabetic animals have many of the characteristic features observed in Type II 
diabetes mellitus. Homozygous (db+/db+) mice are obese in comparison to their normal 
heterozygous (db+/+m) littermates. Mutant diabetic (db+/db+) mice have a single 
autosomal recessive mutation on chromosome 4 (db+) (Coleman et al Proc. Natl Acad. 
Sci USA 77:283-293 (1982)). Animals show polyphagia, polydipsia and polyuria. 
Mutant diabetic mice (db+/db+) have elevated blood glucose, increased or normal insulin 
levels, and suppressed cell-mediated immunity (Mandel etal, J. Immunol. 720:1375 
(1978); Debray-Sachs, M. et al, Clin. Exp. Immunol. 51(l):\-7 (1983); Leiter et a/., Am. 
J. of Pathol 7/4:46-55 (1985)). Peripheral neuropathy, myocardial complications, and 
microvascular lesions, basement membrane thickening and glomerular filtration 
abnormalities have been described in these animals (Norido, F. et aL, Exp. Neurol 
5J(2J:221-232 (1984); Robertson et al, Diabetes 29(1 ):60-67 (1980); Giacomelli et al, 
Lab Invest. 40(41:460-473 (1979); Coleman, D.L., Diabetes 31 (Supply. 1-6 (1982)). These 
homozygous diabetic mice develop hyperglycemia that is resistant to insulin analogous to 
human type II diabetes (Mandel et aL, J. Immunol 120: 1 375- 1 377 ( 1 978)). 

The characteristics observed in these animals suggests that healing in this model 
may be similar to the healing observed in human diabetes (Greenhalgh, et al, Am. J. of 
Pathol 736:1235-1246 (1990)). 

Genetically diabetic female C57BUKsJ (db+/db+) mice and their non-diabetic 
(db+/+m) heterozygous littermates are used in this study (Jackson Laboratories). The 
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animals are purchased at 6 weeks of age and are 8 weeks old at the beginning of the study. 
Animals are individually housed and received food and water ad libitum. All 
manipulations are performed using aseptic techniques. The experiments are conducted 
according to the rules and guidelines of Human Genome Sciences, Inc. Institutional 
5 Animal Care and Use Committee and the Guidelines for the Care and Use of Laboratory 
Animals. 

Wounding protocol is performed according to previously reported methods 
(Tsuboi, R. and Rifkin, D.B., 7. Exp. Med. 772:245-251 (1990)). Briefly, on the day of 
wounding, animals are anesthetized with an intraperitoneal injection of Avertin (0.01 
10 mg/mL), 2,2,2-tribromoethanol and 2-mcthy!-2-butanoI dissolved in deionized water. The 
dorsal region of the animal is shaved and the skin washed with 70% ethanol solution and 
iodine. The surgical area is dried with sterile gauze prior to wounding. An 8 mm full- 
thickness wound is then created using a Keyes tissue punch. Immediately following 
wounding, the surrounding skin is gently stretched to eliminate wound expansion. The 
15 wounds are left open for the duration of the experiment. Application of the treatment is 
given topically for 5 consecutive days commencing on the day of wounding. Prior to 
treatment, wounds are gently cleansed with sterile saline and gauze sponges. 

Wounds are visually examined and photographed at a fixed distance at the day of 
surgery and at two day intervals thereafter. Wound closure is determined by daily 
measurement on days 1-5 and on day 8. Wounds are measured horizontally and vertically 
using a calibrated Jameson caliper. Wounds are considered healed if granulation tissue is 
no longer visible and the wound is covered by a continuous epithelium. 

A polypeptide of the invention is administered using at a range different doses, 
from 4mg to 500mg per wound per day for 8 days in vehicle. Vehicle control groups 
received 50mL of vehicle solution. 

Animals are euthanized on day 8 with an intraperitoneal injection of sodium 
pentobarbital (300mg/kg). The wounds and surrounding skin are then harvested for 
histology and immunohistochemistry. Tissue specimens are placed in 10% neutral 
buffered formalin in tissue cassettes between biopsy sponges for further processing. 

Three groups of 10 animals each (5 diabetic and 5 non-diabetic controls) are 
evaluated: 1) Vehicle placebo control, 2) untreated group, and 3) treated group. 
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Wound closure is analyzed by measuring the area in the vertical and horizontal 
axis and obtaining the total square area of the wound. Contraction is then estimated by 
establishing the differences between the initial wound area (day 0) and that of post 
treatment (day 8). The wound area on day 1 is 64mm 2 , the corresponding size of the 
dermal punch. Calculations are made using the following formula: 

[Open area on day 8] - [Open area on day 1 ] / [Open area on day 1] 

Specimens are fixed in 10% buffered formalin and paraffin embedded blocks are 
sectioned perpendicular to the wound surface (5mm) and cut using a Reichcrt-Jung 
microtome. Routine hematoxylin-eosin (H&E) staining is performed on cross-sections of 
bisected wounds. Histologic examination of the wounds are used to assess whether the 
healing process and the morphologic appearance of the repaired skin is altered by 
treatment with a polypeptide of the invention. This assessment included verification of 
the presence of cell accumulation, inflammatory cells, capillaries, fibroblasts, re- 
epithelialization and epidermal maturity (Greenhalgh, D.G. etaL Am. J. Pathol 756:1235 
(1990)). A calibrated lens micrometer is used by a blinded observer. 

Tissue sections are also stained immunohistochemically with a polyclonal rabbit 
anti-human keratin antibody using ABC Elite detection system. Human skin is used as a 
positive tissue control while non-immune IgG is used as a negative control. Keratinocyte 
growth is determined by evaluating the extent of reepithelialization of the wound using a 
calibrated lens micrometer. 

Proliferating cell nuclear antigen/cyclin (PCNA) in skin specimens is demonstrated 
by using anti-PCNA antibody (1:50) with an ABC Elite detection system. Human colon 
cancer can serve as a positive tissue control and human brain tissue can be used as a 
negative tissue control. Each specimen includes a section with omission of the primary 
antibody and substitution with non-immune mouse IgG. Ranking of these sections is 
based on the extent of proliferation on a scale of 0-8, the lower side of the scale reflecting 
slight proliferation to the higher side reflecting intense proliferation. 

Experimental data are analyzed using an unpaired t test. A p value of < 0.05 is 
considered significant 
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B. Steroid Impaired Rat Model 

The inhibition of wound healing by steroids has been well documented in various 
in vitro and in vivo systems (Wahl, Glucocorticoids and Wound healing. In: Anti- 
Inflammatory Steroid Action: Basic and Clinical Aspects. 280-302(1989); Wahle/a/., / 
Immunol. 115: 476-481 (1975); Werb etaL J. Exp. Med. 747:1684-1694 (1978)). 
Glucocorticoids retard wound healing by inhibiting angiogenesis, decreasing vascular 
permeability (Ebert etaL An. Intern. Med. 57:701-705 (1952)), fibroblast proliferation, 
and collagen synthesis (Beck et aL Growth Factors. 5: 295-304 ( 1 991); Haynes et al r 
J. Clin. Invest. 61: 703-797 (1978)) and producing a transient reduction of circulating 
monocytes (Haynes et aL J. Clin. Invest. 61: 703-797 (1978): Wahl, "Glucocorticoids and 
wound healing", In: Antiinflammatory Steroid Action: Basic and Clinical Aspects, 
Academic Press, New York, pp. 280-302 (1989)). The systemic administration of steroids 
to impaired wound healing is a well establish phenomenon in rats (Beck et aL, Growth 
Factors. 5: 295-304 (1991); Haynes etaL I Clin. Invest. 61: 703-797 (1978); Wahl, 
"Glucocorticoids and wound healing", In: Antiinflammatory Steroid Action: Basic and 
Clinical Aspects, Academic Press, New York, pp. 280-302 (1989); Pierce et aL Proc. 
Natl Acad. Sci. USA 86: 2229-2233 ( 1 989)). 

To demonstrate that a polypeptide of the invention can accelerate the healing 
process, the effects of multiple topical applications of the polypeptide on full thickness 
excisional skin wounds in rats in which healing has been impaired by the systemic 
administration of methylprednisolone is assessed. 

Young adult male Sprague Dawley rats weighing 250-300 g (Charles River 
Laboratories) are used in this example. The animals are purchased at 8 weeks of age and 
are 9 weeks old at the beginning of the study. The healing response of rats is impaired by 
the systemic administration of methylprednisolone (17mg/kg/rat intramuscularly) at the 
time of wounding. Animals are individually housed and received food and water ad 
libitum. All manipulations are performed using aseptic techniques. This study is 
conducted according to the rules and guidelines of Human Genome Sciences, Inc. 
Institutional Animal Care and Use Committee and the Guidelines for the Care and Use of 
Laboratory Animals. 
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10 



The wounding protocol is followed according to section A, above. On the day of 
wounding, animals are anesthetized with an intramuscular injection of ketamine (50 
mg/kg) and xylazine (5 mg/kg). The dorsal region of the animal is shaved and the skin 
washed with 70% ethanol and iodine solutions. The surgical area is dried with sterile 
gauze prior to wounding. An 8 mm full-thickness wound is created using a Keyes tissue 
punch. The wounds are left open for the duration of the experiment. Applications of the 
testing materials are given topically once a day for 7 consecutive days commencing on the 
day of wounding and subsequent to methylprednisolone administration. Prior to 
treatment, wounds are gently cleansed with sterile saline and gauze sponges. 

Wounds are visually examined and photographed at a fixed distance at the day of 
wounding and at the end of treatment. Wound closure is determined by daily measurement 
on days 1-5 and on day 8. Wounds are measured horizontally and vertically using a 
calibrated Jameson caliper. Wounds are considered healed if granulation tissue is no 
longer visible and the wound is covered by a continuous epithelium. 

The polypeptide of the invention is administered using at a range different doses, 
from 4mg to 500mg per wound per day for 8 days in vehicle. Vehicle control groups 
received 50mL of vehicle solution. 

Animals are euthanized on day 8 with an intraperitoneal injection of sodium 
pentobarbital (300mg/kg). The wounds and surrounding skin are then harvested for 
20 histology. Tissue specimens are placed in 1 0% neutral buffered formalin in tissue 
cassettes between biopsy sponges for further processing. 

Four groups of 10 animals each (5 with methylprednisolone and 5 without 
glucocorticoid) are evaluated: 1) Untreated group 2) Vehicle placebo control 3) treated 
groups. 

Wound closure is analyzed by measuring the area in the vertical and horizontal 
axis and obtaining the total area of the wound. Closure is then estimated by establishing 
the differences between the initial wound area (day 0) and that of post treatment (day 8). 
The wound area on day 1 is 64mnr, the corresponding size of the dermal punch. 
Calculations are made using the following formula: 



15 



25 



30 



[Open area on day 8] - (Open area on day 1 ] / [Open area on day I ] 
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Specimens are fixed in 10% buffered formalin and paraffin embedded blocks are 
sectioned perpendicular to the wound surface (5mm) and cut using an Olympus 
microtome. Routine hematoxylin-eosin (H&E) staining is performed on cross-sections of 
bisected wounds. Histologic examination of the wounds allows assessment of whether the 
healing process and the morphologic appearance of the repaired skin is improved by 
treatment with a polypeptide of the invention. A calibrated lens micrometer is used by a 
blinded observer to determine the distance of the wound gap. 

Experimental data are analyzed using an unpaired t test. A p value of < 0.05 is 
considered significant. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the an could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

Example 51: Lvmnhadc ma Animal Mnrtel 

The purpose of this experimental approach is to create an appropriate and 
consistent lymphedema model for testing the therapeutic effects of a polypeptide of the 
invention in lymphangiogenesis and re-establishment of the lymphatic circulatory system 
in the rat hind limb. Effectiveness is measured by swelling volume of the affected limb, 
quantification of the amount of lymphatic vasculature, total blood plasma protein, and 
histopathology. Acute lymphedema is observed for 7-10 days. Perhaps more importantly, 
the chronic progress of the edema is followed for up to 3-4 weeks. 

Prior to beginning surgery, blood sample is drawn for protein concentration 
analysis. Male rats weighing approximately ~350g are dosed with Pentobarbital. 
Subsequently, the right legs are shaved from knee to hip. The shaved area is swabbed 
with gauze soaked in 70% EtOH. Blood is drawn for serum total protein testing. 
Circumference and volumetric measurements are made prior to injecting dye into paws 
after marking 2 measurement levels (0.5 cm above heel, at mid-pt of dorsal paw). The 
intradermal dorsum of both right and left paws are injected with 0.05 ml of 1% Evan's 
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Blue. Circumference and volumetric measurements are then made following injection of 
dye into paws. 

Using the knee joint as a landmark, a mid-leg inguinal incision is made 
circumferentially allowing the femoral vessels to be located. Forceps and hemostats are 
5 used to dissect and separate the skin flaps. After locating the femoral vessels, the 
lymphatic vessel that runs along side and underneath the vessel(s) is located. The main 
lymphatic vessels in this area are then electrically coagulated suture ligated. 

Using a microscope, muscles in back of the leg (near the semitendinosis and 
adductors) are bluntly dissected. The popliteal lymph node is then located. The 2 
10 proximal and 2 distal lymphatic vessels and distal blood supply of the popliteal node are 
then and ligated by suturing. The popliteal lymph node, and any accompanying adipose 
tissue, is then removed by cutting connective tissues. 

Care is taken to control any mild bleeding resulting from this procedure. After 
lymphatics are occluded, the skin flaps are sealed by using liquid skin (Vetbond) (AJ 
15 Buck). The separated skin edges are sealed to the underlying muscle tissue while leaving 
a gap of -0.5 cm around the leg. Skin also may be anchored by suturing to underlying 
muscle when necessary. 

To avoid infection, animals are housed individually with mesh (no bedding). 
Recovering animals are checked daily through the optimal edematous peak, which 
typically occurred by day 5-7. The plateau edematous peak are then observed. To 
evaluate the intensity of the lymphedema, the circumference and volumes of 2 designated 
places on each paw before operation and daily for 7 days are measured. The effect plasma 
proteins on lymphedema is determined and whether protein analysis is a useful testing 
perimeter is also investigated. The weights of both control and edematous limbs are 
25 evaluated at 2 places. Analysis is performed in a blind manner. 

Circumference Measurements: Under brief gas anesthetic to prevent limb 
movement, a cloth tape is used to measure limb circumference. Measurements are done at 
the ankle bone and dorsal paw by 2 different people then those 2 readings are averaged. 
Readings are taken from both control and edematous limbs. 
30 Volumetric Measurements: On the day of surgery, animals are anesthetized with 

Pentobarbital and are tested prior to surgery. For daily volumetrics animals are under 
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brief halothane anesthetic (rapid immobilization and quick recovery), both legs are shaved 
and equally marked using waterproof marker on legs. Legs are first dipped in water, then 
dipped into instrument to each marked level then measured by Buxco edema 
software(Chen/Victor). Data is recorded by one person, while the other is dipping the 
5 limb to marked area. 

Blood-plasma protein measurements: Blood is drawn, spun, and serum separated 
prior to surgery and then at conclusion for total protein and Ca2+ comparison. 

Limb Weight Comparison: After drawing blood, the animal is prepared for tissue 
collection. The limbs are amputated using a quillitinc, then both experimental and control 
10 legs are cut at the ligature and weighed. A second weighing is done as the tibio-cacaneal 
joint is disarticulated and the foot is weighed. 

Histological Preparations: The transverse muscle located behind the knee 
(popliteal) area is dissected and arranged in a metal mold, filled with freezeGel, dipped 
into cold methylbutane, placed into labeled sample bags at - 80EC until sectioning. Upon 
15 sectioning, the muscle is observed under fluorescent microscopy for lymphatics.. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skiljed in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

20 

Example 52: Suppression of TNF alpha-ind uced adhesion molecule expression 
by a Polypeptide of the Invention 

The recruitment of lymphocytes to areas of inflammation and angiogenesis 
involves specific receptor-ligand interactions between cell surface adhesion molecules 

25 (CAMs) on lymphocytes and the vascular endothelium. The adhesion process, in both 
normal and pathological settings, follows a multi-step cascade that involves intercellular 
adhesion molecule- 1 (ICAM-1), vascular cell adhesion molecule- 1 (VCAM-1), and 
endothelial leukocyte adhesion molecule- 1 (E-selectin) expression on endothelial cells 
(EC). The expression of these molecules and others on the vascular endothelium 

30 determines the efficiency with which leukocytes may adhere to the local vasculature and 
extravasate into the local tissue during the development of an inflammatory response. The 
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local concentration of cytokines and growth factor participate in the modulation of the 
expression of these CAMs. 

Tumor necrosis factor alpha (TNF-a), a potent proinflammatory cytokine, is a 
stimulator of all three CAMs on endothelial cells and may be involved in a wide variety of 
5 inflammatory responses, often resulting in a pathological outcome. 

The potential of a polypeptide of the invention to mediate a suppression of TNF-a 
induced CAM expression can be examined. A modified ELISA assay which uses ECs as a 
solid phase absorbent is employed to measure the amount of CAM expression on TNF-a 
treated ECs when co-stimulated with a member of the FGF family of proteins. 
10 To perform the experiment, human umbilical vein endothelial cell (HUVEC) 

cultures are obtained from pooled cord harvests and maintained in growth medium (EGM- 
2; Clonetics. San Diego, CA) supplemented with 10% FCS and 1% 
penicillin/streptomycin in a 37 degree C humidified incubator containing 5% C0 2 . 
HUVECs are seeded in 96-well plates at concentrations of 1 x 10 4 cells/well in EGM 
medium at 37 degree C for 18-24 hrs or until confluent. The monolayers are subsequently 
washed 3 times with a serum-free solution of RPMI-1640 supplemented with 100 U/ml 
penicillin and 100 mg/ml streptomycin, and treated with a given cytokine and/or growth 
factors) for 24 h at 37 degree C. Following incubation, the cells are then evaluated for 
CAM expression. 

20 Human Umbilical Vein Endothelial cells (HUVECs) are grown in a standard 96 

well plate to confluence. Growth medium is removed from the cells and replaced with 90 
ul of 199 Medium (10% FBS). Samples for testing and positive or negative controls are 
added to the plate in triplicate (in 10 ul volumes). Plates are incubated at 37 degree C for 
either 5 h (selectin and integrin expression) or 24 h (integrin expression only). Plates are 
aspirated to remove medium and 100 ul of 0.1% paraformaldehyde-PBS(with Ca++ and 
Mg++) is added to each well. Plates are held at 4°C for 30 min. 

Fixative is then removed from the wells and wells are washed IX with 
PBS(+Ca,Mg)-f0.5% BSA and drained. Do not allow the wells to dry. Add 10 ul of 
diluted primary antibody to the test and control wells. Anti-ICAM-l-Biotin, Anti-VCAM- 
30 1-Biotin and Anti-E-selectin-Biotin are used at a concentration of 10 ug/ml (1:10 dilution 
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of 0.1 mg/ml stock antibody). Cells are incubated at 37°C for 30 min. in a humidified 
environment. Wells are washed X3 with PBS(+Ca,Mg)+0.5% BSA. 

Then add 20 ul of diluted ExtrAvidin-Alkaline Phosphotase (1:5,000 dilution) to 
each well and incubated at 37°C for 30 min. Wells are washed X3 with 
PBS(+Ca,Mg)+0.5% BSA. 1 tablet of p-Nitrophenol Phosphate pNPP is dissolved in 5 ml 
of glycine buffer (pH 10.4). 100 pi of pNPP substrate in glycine buffer is added to each 
test well. Standard wells in triplicate are prepared from the working dilution of the 
ExtrAvidin-Alkaline Phosphotase in glycine buffer: 1:5,000 (10°) > 10" 05 > I0' 1 > 10" , 5 .5 
pi of each dilution is added to triplicate wells and the resulting AP content in each well is 
5.50 ng, 1.74 ng, 0.55 ng, 0.18 ng. 100 pi of pNNP reagent must then be added to each of 
the standard wells. The plate must be incubated at 37°C for 4h. A volume of 50 pi of 3M 
NaOH is added to all wells. The results are quantified on a plate reader at 405 nm. The 
background subtraction option is used on blank wells filled with glycine buffer only. The 
template is set up to indicate the concentration of AP-conjugate in each standard well [ 
5.50 ng; 1.74 ng; 0.55 ng; 0.18 ng]. Results are indicated as amount of bound AP- 
conjugate in each sample. 

The studies described in this example tested activity of a polypeptide of the 
invention. However, one skilled in the art could easily modify the exemplified studies to 
test the activity of polynucleotides (e.g., gene therapy), agonists, and/or antagonists of the 
invention. 

It will be clear that the invention may be practiced otherwise than as 
particularly described in the foregoing description and examples. Numerous 
modifications and variations of the present invention are possible in light of the above 
teachings and, therefore, are within the scope of the appended claims. 

The entire disclosure of each document cited (including patents, patent 
applications, journal articles, abstracts, laboratory manuals, books, or other 
disclosures) in the Background of the Invention, Detailed Description, and Examples 
is hereby incorporated herein by reference. Further, the hard copy of the sequence 
listing submitted herewith and the corresponding computer readable form are both 
incorporated herein by reference in their entireties. 
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INDICATIONS RELATING TO A DEPOSITED MICROORGANISM 

(PCT Rule \lbis) 



A The indications made below relate to the microorganism referred to in the description 
onpage 49 .line MA 



a IDENTTFICATlONOFDEPOSrT Further deposits are identified on an additional sheet Q 

Name of depositary institution American Type Culture Collection 



Address of depositary institution including postal code and country) 
10801 University Boulevard 
Manassas, Virginia 201 1 0-2209 
United States of America 



Date of deposit 

26 April 1999 


AcccssionNumber I 
203957 


C ADDITIONAL INDICATIONS (leave blank if not applicable) This information is continued on an additional sheet [ ] 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MADE (if the indications are not for all designated States) 



Europe 

In respect to those designations in which a European Patent is sought a sample of the deposited 
microorganism will be made available until the publication of the mention of the grant of the European patent 
or until the date on which application has been refused or withdrawn or is deemed to be withdrawn, only by 
the issue of such a sample to an expert nominated by the person requesting the sample (Rule 28 (4) EPC). 



E. SEPARATE FURNISHING OF INDICATIONS (leave blank if not applicable) 



The indications listed below will be submitted to the International Bureau later (specify the general 
Number of Deposit") 



of the 



eg.. 



This sheet was recei 



For receiving Office use only 



ith the international application 




Authorized o\ 



For Internationa] Bureau use only 



I I This sheet was received by the International Bu 



Authorized officer 



Form PCT/RO/I34 (July 1992) 
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ATCC Deposit No.: 203957 
CANADA 

The applicant requests that, until either a Canadian patent has been issued on the basis of an 
application or the application has been refused, or is abandoned and no longer subject to 
reinstatement, or is withdrawn, the Commissioner of Patents only authorizes the furnishing of 
a sample of the deposited biological material referred to in the application to an independent 
expert nominated by the Commissioner, the applicant must, by a written statement, inform 
the International Bureau accordingly before completion of technical preparations for 
publication of the international application. 

NORWAY 

The applicant hereby requests that the application has been laid open to public inspection (by 
the Norwegian Patent Office), or has been finally decided upon by the Norwegian Patent 
Office without having been laid open inspection, the furnishing of a sample shall only be 
effected to an expert in the art. The request to this effect shall be filed by the applicant with 
the Norwegian Patent Office not later than at the time when the application is made available 
to the public under Sections 22 and 33(3) of the Norwegian Patents Act. If such a request has 
been filed by the applicant, any request made by a third party for the furnishing of a sample 
shall indicate the expert to be used. That expert may be any person entered on the list of 
recognized experts drawn up by the Norwegian Patent Office or any person approved by the 
applicant in the individual case. 

AUSTRALIA 

The applicant hereby gives notice that the furnishing of a sample of a microorganism shall 
only be effected prior to the grant of a patent, or prior to the lapsing, refusal or withdrawal of 
the application, to a person who is a skilled addressee without an interest in the invention 
(Regulation 3.25(3) of the Australian Patents Regulations). 

FINLAND 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the National Board of Patents and Regulations), or has been finally decided 
upon by the National Board of Patents and Registration without having been laid open to 
public inspection, the furnishing of a sample shall only be effected to an expert in the art. 

UNITED KINGDOM 

The applicant hereby requests that the furnishing of a sample of a microorganism shall only 
be made available to an expert. The request to this effect must be filed by the applicant with 
the International Bureau before the completion of the technical preparations for the 
international publication of the application. 
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ATCC Deposit No.: 203957 



DENMARK 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the Danish Patent Office), or has been finally decided upon by the Danish 
Patent office without having been laid open to public inspection, the furnishing of a sample 
shall only be effected to an expert in the art. The request to this effect shall be filed by the 
applicant with the Danish Patent Office not later that at the time when the application is made 
available to the public under Sections 22 and 33(3) of the Danish Patents Act. If such a 
request has been filed by the applicant, any request made by a third party for the furnishing of 
a sample shall indicate the expert to be used. That expert may be any person entered on a list 
of recognized experts drawn up by the Danish Patent Office or any person by the applicant in 
the individual case. 

SWEDEN 

The applicant hereby requests that, until the application has been laid open to public 
inspection (by the Swedish Patent Office), or has been finally decided upon by the Swedish 
Patent Office without having been laid open to public inspection, the furnishing of a sample 
shall only be effected to an expert in the art. The request to this effect shall be filed by the 
applicant with the International Bureau before the expiration of 1 6 months from the priority 
date (preferably on the Form PCT/RO/134 reproduced in annex Z of Volume I of the PCT 
Applicant's Guide). If such a request has been filed by the applicant any request made by a 
third party for the furnishing of a sample shall indicate the expert to be used. That expert may 
be any person entered on a list of recognized experts drawn up by the Swedish Patent Office 
or any person approved by a applicant in the individual case. 

NETHERLANDS 

The applicant hereby requests that until the date of a grant of a Netherlands patent or until the 
date on which the application is refused or withdrawn or lapsed, the microorganism shall be 
made available as provided in the 31F(1) of the Patent Rules only by the issue of a sample to 
an expert. The request to this effect must be furnished by the applicant with the Netherlands 
Industrial Property Office before the date on which the application is made available to the 
public under Section 22C or Section 25 of the Patents Act of the Kingdom of the 
Netherlands, whichever of the two dates occurs earlier. 
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What Is Claimed Is: 



1. An isolated nucleic acid molecule comprising a polynucleotide having 
a nucleotide sequence at least 95% identical to a sequence selected from the group 
5 consisting of: 

(a) a polynucleotide fragment of SEQ ID NO:X or a polynucleotide fragment 
of the cDNA sequence included in ATCC Deposit No:Z, which is hybridizable to 
SEQIDNO:X; 

(b) a polynucleotide encoding a polypeptide fragment of SEQ ID NO: Y or a 
10 polypeptide fragment encoded by the cDNA sequence included in ATCC Deposit 

No:Z, which is hybridizable to SEQ ID NO:X; 

(c) a polynucleotide encoding a polypeptide domain of SEQ ID NO: Y or a 
polypeptide domain encoded by the cDNA sequence included in ATCC Deposit 
No:Z, which is hybridizable to SEQ ID NO:X; 

15 (d) a polynucleotide encoding a polypeptide epitope of SEQ ID NO:Y or a 

polypeptide epitope encoded by the cDNA sequence included in ATCC Deposit 
No:Z, which is hybridizable to SEQ ID NO:X; 

(e) a polynucleotide encoding a polypeptide of SEQ ID NO: Y or the cDNA 
sequence included in ATCC Deposit No:Z, which is hybridizable to SEQ ID NO:X, 

20 having biological activity; 

(f) a polynucleotide which is a variant of SEQ ID NO:X; 

(g) a polynucleotide which is an allelic variant of SEQ ID NO:X: 

(h) a polynucleotide which encodes a species homologue of the SEQ ID 

NO:Y; 

25 (i) a polynucleotide capable of hybridizing under stringent conditions to any 

one of the polynucleotides specified in (a)-(h), wherein said polynucleotide does not 
hybridize under stringent conditions to a nucleic acid molecule having a nucleotide 
sequence of only A residues or of only T residues. 
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2. The isolated nucleic acid molecule of claim 1 , wherein the 
polynucleotide fragment comprises a nucleotide sequence encoding a secreted 
protein. 

3. The isolated nucleic acid molecule of claim 1, wherein the 
polynucleotide fragment comprises a nucleotide sequence encoding the sequence 
identified as SEQ ID NO: Y or the polypeptide encoded by the cDNA sequence 
included in ATCC Deposit No:Z, which is hybridizable to SEQ ID NO:X. 

4. The isolated nucleic acid molecule of claim 1, wherein the 
polynucleotide fragment comprises the entire nucleotide sequence of SEQ ID NO:X 
or the cDNA sequence included in ATCC Deposit No:Z, which is hybridizable to 
SEQ ID NO:X. 

5. The isolated nucleic acid molecule of claim 2, wherein the nucleotide 
sequence comprises sequential nucleotide deletions from either the C-terminus or the 
N-terminus. 

6. The isolated nucleic acid molecule of claim 3, wherein the nucleotide 
sequence comprises sequential nucleotide deletions from either the C-terminus or the 
N-terminus. 

7. A recombinant vector comprising the isolated nucleic acid molecule of 
claim 1. 

8. A method of making a recombinant host cell comprising the isolated 
nucleic acid molecule of claim 1. 

9. A recombinant host cell produced by the method of claim 8. 

10. The recombinant host cell of claim 9 comprising vector sequences. 
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11. An isolated polypeptide comprising an amino acid sequence at least 
95% identical to a sequence selected from the group consisting of: 

(a) a polypeptide fragment of SEQ ID NO: Y or the encoded sequence 
5 included in ATCC Deposit No:Z; 

(b) a polypeptide fragment of SEQ ID NO: Y or the encoded sequence 
included in ATCC Deposit No:Z, having biological activity; 

(c) a polypeptide domain of SEQ ID NO: Y or the encoded sequence included 
in ATCC Deposit No:Z; 

10 (d) a.polypeptide epitope of SEQ ID NO: Y or the encoded sequence included 

in ATCC Deposit No:Z; 

(e) a secreted form of SEQ ID NO: Y or the encoded sequence included in 
ATCC Deposit No:Z; 

(0 a full length protein of SEQ ID NO: Y or the encoded sequence included in 
15 ATCC Deposit No:Z; 

(g) a variant of SEQ ID NO: Y; 

(h) an allelic variant.of SEQ ID NO: Y; or 

(i) a species homologue of the SEQ ID NO:Y. 

12. The isolated polypeptide of claim 1 1 , wherein the secreted form or the 
20 full length protein comprises sequential amino acid deletions from either the C- 

terminus or the N-terminus. 

13. An isolated antibody that binds specifically to the isolated polypeptide 
of claim 11. 

25 

14. A recombinant host cell that expresses the isolated polypeptide of 
claim 11. 

1 5. A method of making an isolated polypeptide comprising: 

30 (a) culturing the recombinant host cell of claim 14 under conditions such that 

said polypeptide is expressed; and 
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(b) recovering said polypeptide. 

16. The polypeptide produced by claim 15. 

17. A method for preventing, treating, or ameliorating a medical condition, 
comprising administering to a mammalian subject a therapeutically effective amount 
of the polypeptide of claim 11 or the polynucleotide of claim 1. 

18. A method of diagnosing a pathological condition or a susceptibility to 
a pathological condition in a subject comprising: 

(a) determining the presence or absence of a mutation in the polynucleotide of 
claim 1; and 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or absence of said mutation. 

19. A method of diagnosing a pathological condition or a susceptibility to 
a pathological condition in a . subject comprising: 

(a) determining the presence or amount of expression of the polypeptide of 
claim 1 1 in a biological sample: and 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or amount of expression of the polypeptide. 

20. A method for identifying a binding partner to the polypeptide of claim 
1 1 comprising: 

(a) contacting the polypeptide of claim 1 1 with a binding partner; and 

(b) determining whether the binding partner effects an activity of the 
polypeptide. 



21 . The gene corresponding to the cDNA sequence of SEQ ID NO: Y. 
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22. A method of identifying an activity in a biological assay, wherein the 
method comprises: 

(a) expressing SEQ ID NO:X in a cell; 

(b) isolating the supernatant; 

5 (c) detecting an activity in a biological assay; and 

(d) identifying the protein in the supernatant having the activity. 

23. The product produced by the method of claim 20. 
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<110> Human Genome Sciences, Inc. 



<120> 48 Human Secreted Proteins 



<130> PS526PCT 

<140> Unassigned 
<141> 2000-03-22 



<150> 60/126,595 
<151> 1999-03-26 



<150> 60/171,549 
<151> 1999-12-22 

<160> 144 



<170> Patentln Ver . 2.0 



<210> 1 

<211> 733 

<212> DNA 

<213> Homo sapiens 

<400> 1 

gggatccgga gcccaaatct tctgacaaaa ctcacacatg cccaccgtgc ccagcacctg 60 

aattcgaggg tgcaccgtca gtcttcctct tccccccaaa acccaaggac accctcatga 120 

tctcccggac tcctgaggtc acatgcgtgg tggtggacgt aagccacgaa gaccctgagg 180 

tcaagttcaa ctggtacgtg gacg'gcgtgg aggtgcataa tgccaagaca aagccgcggg 240 

aggagcagta caacagcacg taccgtgtgg tcagcgtcct caccgtcctg caccaggact 300 

ggctgaatgg caaggagtac aagtgcaagg tctccaacaa agccctccca acccccatcg 360 

agaaaaccat ctccaaagcc aaagggcagc cccgagaacc acaggtgtac accctgcccc 420 

catcccggga tgagctgacc aagaaccagg tcagcctgac ctgcctggtc aaaggcttct 480 

atccaagcga catcgccgtg gagtgggaga gcaatgggca gccggagaac aactacaaga 540 

ccacgcctcc cgtgctggac tccgacggct ccttcttcct ctacagcaag ctcaccgtgg 600 

acaagagcag gtggcagcag gggaacgtct tctcatgctc cgtgatgcat gaggctctgc 660 

acaaccacta cacgcagaag agcctctccc tgtctccggg taaatgagtg cgacggccgc 720 

gactctagag gat 733 



<210> 2 

<211> 5 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> Site 
<222> (3) 

<223> Xaa equals any of the twenty naturally ocurring L-amino acids 



<400> 2 

Trp Ser Xaa Trp Ser 
1 5 
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<210> 3 

<211> 86 

<212> DNA 

<213> Homo sapiens 

<400> 3 

gcgcctcgag atttccccga aatctagatt tccccgaaat gatttccccg aaatgatttc 
cccgaaatat ctgccatctc aattag 



<210> 4 
<211> 27 
<212> DNA 

<213> Homo sapiens 
<400> 4 

gcggcaagct ttttgcaaag cctaggc 



<210> 5 
<211> 271 
<212> DNA 

<213> Homo sapiens 



<400> 5 

ctcgagattt ccccgaaatc tagatttccc cgaaatgatt tccccgaaat gatttccccg 60 

aaatatctgc catctcaatt agtcagcaac catagtcccg cccctaactc cgcccatccc 120 

gcccctaact ccgcccagtt ccgcccattc tccgccccat ggctgactaa ttttttttat 180 

ttatgcagag gccgaggccg cctcggcctc tgagctattc cagaagtagt gaggaggctt 240 

ttttggaggc ctaggctttt gcaaaaagct t 271 



<210> 6 
<211> 32 
<212> DNA 

<213> Homo sapiens 
<400> 6 

gcgctcgagg gatgacagcg atagaacccc gg 



<210> 7 
<211> 31 
<212> DNA 

<213> Homo sapiens 
<400> 7 

gcgaagcttc gcgactcccc ggatccgcct c 



<210> 8 

<211> 12 

<212> DNA 

<213> Homo sapiens 
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ggggactttc cc 12 

<210> 9 

<211> 73 

<212> DNA 

<213> Homo sapiens 

<400> 9 

gcggcctcga ggggactttc ccggggactt tccggggact ttccgggact ttccatcctg 60 
ccatctcaat tag 73 

<210> 10 
<211> 256 
<212> DNA 

<213> Homo sapiens 



<400> 10 

ctcgagggga ctttcccggg gactttccgg ggactttccg ggactttcca tctgccatct 
caattagtca gcaaccatag tcccgcccct aactccgccc atcccgcccc taactccgcc 
cagttccgcc cattctccgc cccatggctg actaattttt tttatttatg cagaggccga 
ggccgcctcg gcctctgagc tattccagaa gtagtgagga ggcttttttg gaggcctagg 
cttttgcaaa aagctt 



60 
120 
180 
240 
256 



<210> 11 

<211> 1626 

<212> DNA 

<213> Homo sapiens 

<400> 11 

ggcacgagct gcagtctccc tagcatctgt tatttattga ctttttaata acagccattc 60 

tgaccgctgt gaaatggtat ctcattatgg ttttgatttg catttctcta attgttagtg 120 

atgtggaaca ttttttcata tgtttgttgg ctccttgtat gtcttctttt gagaagtgtc 180 

tgttcatgtc ttttgcccag ttttaaatgg gatttgtttt ttgcttgttc acttgttcac 240 

actttttttt tttttataga ttctggatgt tagacctttg tcagatgcat aatttgcgaa 300 

cattttttct attttgtagg ttgtctgttt actccactga aagtttcttt tgtagtgcag 360 

aagctcttta attaggtctc acttgtcaat ttttattttt gttgcagttg cttttaagca 420 

cttagtcata aattctttcc cagagccgat atctagaatg gtgtttccta ggttttcttg 480 

taaaattctt atagtttgag gtcttacact taaatattta atccatcttg agttaatttt 540 

tgtatatggt gaaaggtagg ggtcctttca ccatagaata aaacgttgtt tcattctttt 600 

gcatatggct agccagctat ctcagcacca tttactgaat agggaatcct ttccccattg 660 

cctatttttt gttgactttg tcaaagaaca ggtggctgta ggtgtacagc tttatttctg 720 

ggttctcaat tctgttccct tggtccgttt gtctgctttt . gtaccagtac catgctgttt 780 

gggttactgt agctttatag tatagtataa agtcaggtaa tgtgatgcct cagctttgtt 840 

ctttttgctt gggattgctt tggttatttg ggttcttttt tggttccata tgaatttcag 900 

aatagttttt tctagttctg tgaaaaatga cactggtcat ttgataggaa taacattgaa 960 

tctatagatt gctttgagaa gtatagccat tttaacaata ttgattcttg taatccatga 1020 

gcatggaatg tttttccatt tgtctgtgtc atctgtgatt tctttcagca gtgtttccta 1080 

gttctctttg taaagatcct tcacctcctt ggttagatgt atttctaggt actttgtttt 1140 

tttgatggct atcgtaaaca ggattgtgtt cttcatttgg ctctctagct tggatgttat 1200 

tggtgtatag aaatgctact gatttttgta cattgatttt gtatcctgaa actttaccaa 1260 

agttgtatgt cagttccagg agccttttgg tggagtcctt agggtttccc atgtgcagaa 1320 
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tctcatgatt ccttaaaagc atgcatttct acttaaacca tcatgtttac ttttctagag 1380 

agcaattaac ttggaggtgg gtgccgggga ggtcaggttg cttttgtaat attaatggat 1440 

gtacaccaag aatattgctt ctgagaatga tcttatcctc attgggaaag atctttctgt 1500 

ttttagttga aattgagatg aaatacatct tattataaat aaattttgac tcttactaat 1560 

gattacagga ttgtagacaa ttaactgcct tcctcatgct gagtacataa aaaaaaaaaa 1620 



<210> 12 

<211> 2397 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (155) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (1195) 

<223> n equals a,t,g, or c 
<400> 12 

cttttttttt ttttttttag gttgaatcaa agcaagttgt cttcagagac tgggatccga 60 

gatagaaaac acacagtgaa gtttaatcag gaacccaacc tccggtcctc tgctacaacc 120 

acggaaacgg ctccaaactt gaggggggac ccccnaacgc ctgcttttgg cccaaagccc 180 

tgccttccag ccctcctcat acccactggc cacctaggac caggaaaggg gggtagagcc 240 

ctgagaattc tgggtctggg gtcaccagct cccacacctg tgctccccgg ccccacacac 300 

atgatgccca ggggtgggca atccctgaca gcggtggccg gcacttggga gctcctgctc 360 

agccacctgc cacggcccac cctgggggtc cggcaggagc cagggcagtg cacggcagca 420 

taaggccccg ctgcagatcg actgccccca gaaacaaaaa gtcccggcgc aaaggcgttc 480 

ccggagtggc agcctggcct gcaccccagc tgtgctgccc ctgcagagcc ccagcagcga 540 

gscacaccca ggtcagggga gggggccrgg gtaccagggg cctcactggc tcttcaccag 600 

gaccctgtag agtgagaagc tgaggaccgc ggccacggcg gccccgacaa cccccagcag 660 

cccccggagc cagaaggaag agggatgcag ctctgcgtgg accaaatgtg ggaaggcggc 720 

catggtggcg agctgggtga agatggtggt gctgggctcg gctgggccag cacaggagaa 780 

cggcacggga gcgggtagcc ggtgcttgcg gcaaaactcg gccggtgatg ggccagacac 840 

cgcgacactt cgggcaggtc ggccttggag gagacaaaga ggcagggggc ctgcccgtcc 900 

atgtaatggt gcttgtagac gctggcacaa tgtgcaaagg actttgggtc accgccatca 960 

aacatcaagc aggcaacgtc acaggtggcg tccagcgatg tggccagcag accatctgtg 1020 

cccacctcac agaggatcaa gtacttctcc tgcccattga cctgcaccgt gtcgatggcg 1080 

tagccgggag gctgctccct cgtgtcctgg tgccccaggc cgcggccgag aaaggcctgc 1140 

aggaaggcag acttgcccac tccacgggcc cctaccacct tgcacaggag gamgncccgc 1200 

tgcgtctgtc ccttctcccg gtccagcctc ttctcacgag tgactgtgat ggcatgggcc 1260 

tggtcctgct cacagagggt ggggtagccc aggtagccta ggtgtccaag gcagctccgg 1320 

acgtccaggc aggtcaccag ggtccactgg cagaggtatc cgtgcagggg caaccggccg 1380 

gcctctgtgc ggactgtgcg tgggagctcg gggccccagg gcgctgctgg gaacacactg 1440 

aaaaggcttc gcagctccac gggcgagagg gcgccgtcgc ggtcctggtc gcgcttctca 1500 

aacactctct gcacaaactg gtagccaagg tggttgagct ccgtgctgca gccggggggc 1560 

acgtggatca gaggggagag atagtccgca gtcagctcca gggcatcgct gtagccgaag 1620 

cgccgcagga tggtccaggt ggtctcgtgc cggccgcgct ggatgaagag cgtgttcagg 1680 

aagaggaaac ctgcaccgag acaaagcagg gggagcacca ggcacagccc cctccccaca 1740 

ctccccaggc acaggcgggc acccggcctc accatccagg gtcagcyggt cctcccgcac 1800 

gccgcccgcc acattcctgc acaccaccgt cttcacgccc tccagggcct gcggggccag 1860 
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ggggtgccya aagcaggatt tctggaaagc gttgagctct tcgtcactga gcgcctggtc 1920 

caggtcctga tctgagagcc tgaagatgcg cgtcagcgcc tgggcgcacg cgggcctcaa 1980 

ctgcttggcc tcagggtcat agaggggggc tgtgggatgc aggacggcct tctgggcgta 2040 

gtagaacagc tctgagatgt tcctcaggct cttggccgaa cactccacgc aggtctcaat 2100 

cccgggaaac tggctcatga tggggagcac ggcccccacg gagctccccg accgcaggtc 2160 

tgacttgttg cccactagga tgatgggcac cctgggcccc tgcgtggtcc ccccattcac 2220 

cagtgggatc cacttagttc gaatcttctc aatggtggcc tcctcagaga cgtcacacac 2280 

cacacacacc acgtttgcct tgtggatctc ctcccgcagc tcctcgtccg tctgctcggc 2340 

ttctgagtag tccacgatgt gggtgggcac cttctccggg gtgacgtccc tcgtgcc 2397 



<210> 13 
<211> 814 
<212> DNA 

<213> Homo sapiens 



<400> 13 

ccacgcgccc gccgggcggg cgcaggcgcg ggctccggcg ccgccgctgc gtcctccccg 60 

gccgcgggcg agccgctgca gagggagcgt cgcgccgggg cggagtgcgg gcttgcgcgg 120 

caagtgcgcg ccgaggtcac gaaatggatt ggagtgaacc ggagaccccg aaaacggaag 180 

cgcagggaga aggaagaggt gtttgcagag gttcgccatc ggtggtgtga actcattgtc 240 

aagcacaagt tcacgaaagc ctacaaaagt gtggagaggt tccttcagga ggatcaggaa 300 

agaccacagc aagattcttt cattcgcctc ctcctagcct gggggaccag gctcgaaccg 360 

accctggaca tcaaaggagg gattatgtgg ctgctaaagc catcggccca cagccctgtt 420 

cacgtcttgg tgcttctctt tcccagaggc tggtcccagc caggcacaca caaaaggcag 480 

attctcgtaa acgcagcctc cctccctgga ggctgcctcc tgccctggat ctggagtgga 540 

gctgctctga gattttgagt tcttctgcag agatgattaa atatatccaa gagacattgg 600 

aaaacctgcc gaacatttta cattggtccg ctcagcacat ggctggatgc ggatatttct 660 

ataattccag aaagtcacac agctcctccg tatgagacca gtgggcgcca tttaaaagaa 720 

caggatgaga atctaagata tattattaat aaatgtaatg gatttttttc ttgtaaaaaa 780 

aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaa 814 



<210> 14 

<211> 641 

<212> DNA 

<213> Homo sapiens 



<400> 14 

ggcacgagtt tccttgctac tttgcttcgg tgtaagcaga gttctttctg caggtttttt 60 

caaatgaaaa cattgcaaga atatcaaaga gagcagtgtt tgcgttagtg attataaacc 120 

gcagcatggt gctgacattg ataactgaaa gtcaactaat gagaatttga gactcctgaa 180 

gtacacttag ttgctagtgt cccccttttg gcgtcactgg aaagtttaga aagcatggtt 240 

ttgtttttgc tcaggtttct ccttctgtga tgcagagacc cccagctgct cctcctctat 300 

gtctacatta tgtctgaagg aaagaattta acaaaacttg aaatactgcc gtttttctac 360 

aatgcttgta aatatttacc ttgctgcttt tctaggtttg tcttctggat ttaaaatttg 420 

gggcggctgg ggtggaattg catggtttgg gaatgggtaa ttgagctgct gctcattatg 480 

gtatgtaaca gtgatttgtc tgttcaatat gtacaagaac tggaaggtca ataaaatgaa 540 

agtggttgtc ttgactgggc aatagtgtca catattttgt taaaagttat acatcttttc 600 

aataaaaaca ctgcatactt caaaaaaaaa aaaaaaaaaa a 641 



<210> 15 
<211> 2163 
<212> DNA 



WO 00/57903 



PCT/US00/07525 



6 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (2118) 

<223> n equals a,t,g f or c 
<220> 

<221> SITE 
<222> (2136) 

<223> n equals a,t,g, or c 
<400> 15 

tttgctgtcc ggctgcctak ggtctgggaa gctcgggcac cctccctctc cggggctcct 60 

gctcccaccc ctccggcccc cccaccgtcg cgctcctcca ggctgggcct gtggccgcgg 120 

tgctttttaa tttrtccccca gctcagaatc ttgctgctcg gcccccagga gagcaacaac 180 

tcaacgggaa cgatgtggaa ggtgtcagct ctgctcttcg ttttgggaag cgcgtcgctc 240 

tgggtcctgg cagaaggagc cagcacaggc cagccagaag atgacactga gactacaggt 300 

ttggaaggcg gcgttgccat gccaggtgcc gaagatgacg tggcgactcc aggaaccagc 360 

gaagaccgct ataagtctgg cttgacaact ctggtggcaa caagtgtcaa cagtgtaaca 420 

ggcattcgca tcgaggatct gccaacttca gaaagcacag tccacgcgca agaacaaagt 480 

ccaagcgcca cagcctcaaa cgtggccacc agtcactcca cggagaaagt ggatggagac 540 

acacagacaa cagttgagaa agatggtttg tcaacagtga ccctggttgg aaccatagtt 600 

ggggtcttac tagccatcgg yttcattggc ggaatcatcg ttgtggttat gcgaaaaatg 660 

tcgggaaggc cctaaagagc tgaagggtta cgccctgctg ccaacgtgct taaaaaaaga 720 

ccgtttctga ctctgtgccc tgtccctgag ctcgtgggag aagatgaccc gtggaacact 780 

tgcctggccc actcagaatc cacggtgacc tctccgcttg ccaaaataac cgaagaaaga 840 

ccgttcacca gacttggctc ctctaaacat ttgctgttca aacatgtttt tgaatataca 900 

ttctataaaa gattatttga aagacaaaat tcatagaaaa tggagcaaaa ctgtataaac 960 

tgatttgtaa ctaacactgg accattggat cgatactaya tgctgtaacc atgtgtctcc 1020 

gtctgaccat tcttgttatt gttaaaatgc agaggaatct ggaaatattt atatccacgg 1080 

agtccttgga tccagtgcta cgtcagtaaa tagcaccagc attttgcaat tgccgatctg 1140 

ctgaaatgta cacattctgg tctagtttgg tctatctttt aaagcctgat ctggtgtgaa 1200 

taatcaacta ggaaatctaa acttggataa cacgtggtga acaactgcct ttagctggtc 1260 

cagattaatc atttcaaaga catccatttt agatcacaag caggaagtcg acagtctcaa 1320 

aggcactttg tttctcccaa gtaggccacc aggcagcctc tagagttgct ttacccaaat 1380 

ccttctccag ccatgacttg gtgactctaa gcttgctccc acctgccccc tccacttccc 1440 

tcagatgatg aggagccagg gctaaggggg cagccttctc tcttcccagt gatgcacatc 1500 

cttcacattg gctgctttgt tctggaatat ggatatctca gcctggatgc cgaggaagct 1560 

gctggatgct taatggtgct agaggctcaa gtgtgtttga aaccaagagc cagttgtccc 1620 

ccatgcagaa agaaatcctg tgtgagcctc tggtatgaga aataaaatct gccagtttta 1680 

taacattcac tttctgcctc tgaggaaaga tacagggaac aaaaatcaat ttgtacagtc 1740 

ttaatattaa aagcagcttg actaaatacc tgatttaaaa atagaagaca tccccagtcc 1800 

tcatgacata ccgcaaatat ctgtggggtc ctgtcgaaaa gaacaaaata aaggagccca 1860 

aggggtcatt ctgtctcagc accatccagc ctggcacctc tcttcccata tatccattgg 1920 

attttttttt tttctttcct aaacaaagtt tttacactga gcagatgctc tgtcatgatg 1980 

gcggttgtgc aattctggta tcctctaaat ttgtaagcat tcataaaaaa aaaaaaaaaa 2040 

aactcgaggg ggggcccggw cccaattgcc ctatagggag tcgtattaca attcactgsc 2100 

cgcgttttac aacgtcgnga ctgggaaaac cctggngtta cccaacttaa tcgccctgca 2160 

gaa ~ 2163 



<210> 16 
<211> 1312 
<212> DNA 
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<213> Homo sapiens 
<220> 

<221> SITE 
<222> (116S) 

<223> n eguals a,t,g, or c 
<400> 16 



: gtgaatcttt 


60 


tcagtagcgg 


120 


aacacttatt 


180 


ataacctcta 


240 


ttaatcatag 


300 


ccagtttcag 


360 


atagaagaag 


420 


ttgagataag 


480 


accatcctca 


540 


attcaataaa 


600 


caaaggagaa 


660 


gagaaaggaa 


720 


aaaagaaaac 


780 


gccagLctaa 


840 


ccttcaggtc 


900 


tggtgtttga 


960 


gaggtcgtgc 


1020 


gggttttttg 


1080 


aggctggagt 


1140 


gatctacctg 


1200 


gatcaggtaa 


1260 


ct 


1312 



<210> 17 

<211> 1726 

<212> DNA 

<213> Homo sapiens 

<400> 17 

ggcacgagtt gaggaggagg gagcgcttga aggggactgg cctggcgtgc actccgcacc 60 

tcggggacat tattgcgcgt ggaacggctg cttttggaag gcacaacttc ctgaatggac 120 

catgactccc accaaagatc cctgtctctg actcaccaaa cagcctcaac cctgaaacca 180 

ggacgagaag ttgacaacat ctgagtggac agctaattga cctaagactt cagaccaggc 240 

ctgtatgatc tcctgtctaa acattcttag agtattatat ttactttggg gactattggc 300 

cttgtctgct ttgactcaga tcacaggata cataacctgg tcaatgtctc tgtacacatg 360 

atggccacct atgtatatac actcgacttt tcagggtctc tgctggggat ggaaaaatag 420 

ttcattagcc aaactctcct aaagtgtggc aatggaggca gtctctcaga ttgctggact 480 
tgtcaccatc ttccaagggc cattcaagac cattacatgc tactcgttgc accagagatt 
gatttttctg acactccaaa tgctaccata tacttacatc agttccctcc aaatgtcact 
ttccaaattc aaattcagct tccaaagcca ggccatattt tcattctgcg cttagtaata 

agccctaagt ctcacccttc cccaccgccc ccaggtctat ccaccagtaa gccaactagg 720 

gacaaattct ctaacttatc tagaacacaa acttaattcc tcatcttttc caggtccctg 780 

cacattcctg gcctcccacc gttactgcca taactggcaa ctgaacgtcc aaaggagaaa 840 

aagcaaagca gattgtgcca gcacgtctca tttgttatat atcatgctta tgcaggcctt 900 

tgtaaggcct gcagtaaaac caacccatgg ctcactcatg ctttaaacaa cttacctatt 960 

caaactatta tgaatgaata gttaagagac acatcttggt atgtggcatt gggccacacc 1020 



540 
600 
660 
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caccaactca aggatgggca catagtgtaa atagctggca aaatagctgg caaattgaag 1080 

ggcgcttttt tttttttttt ttttgaggga gagtcttgct ctttcgccta ggttgtagtg 1140 

ggtggtgtga catggctcac tacagccttg acctcctggg ctcagggatc ctcctacctt 1200 

agccttccga gtactgggcc aaggagtctg tgcagcagca tcaagagcct gtgccttaca 1260 

tcaacacctc gggtgaagta gagacttgca cagaaagaat ttccaagcaa gctaaatggt 1320 

tacagaggca caaactactg atcttctcaa tgactattta ttggcttcct atttcttcca 1380 

gtctgcagtt caaccccttt ttcatgggta aagtgccgac gtcataacaa ggtttgaggg 1440 

aggcactttc accgtgtgaa tgcccagtca tcacacttac aaatgacaaa aggattcaaa 1500 

ccttgatata gtctctatcc tactttccta ctatcactta aattactcat ggtatttata 1560 

accacttacg taagtctatt gctaaaacca aattataggt caggtgcagt ggctcacatt 1620 

caatcctagc acttgggagg ccaaggtggg aagactgctt gaggctagga gtttgagacc 1680 

agcgtgggca atgcagtgaa accctatctt gataaaaaaa aaaaaa 1726 



<210> 18 

<211> 2006 

<212> DNA 

<213> Homo sapiens 

<400> 18 

ggcacagctg aggaactgaa aagaaatgct gagacaggaa atctgcctca ttcgtaccgg 60 

ctcatcagtg ttgtcagtca cattggtagc acttcttctt caggtcatta cattagtgat 120 

gtatatgaca ttaagaagca agcgtggttt acttacaatg acctggaggt atcaaaaatc 180 

caagaggctg ccgtgcaagt gatcgagatc ggagtggcta catcttcttt tatatgcaca 240 

aggagatctt tgatgagctg ctggaaacag aaaagaactc tcagtcactt agcacggaag 300 

tggggaagac tacccgtcag scctcgtgag gaacaaactc ctgggttggc agcatgcact 360 

gcatatttgt tactgctgcc cacctcacct ttcctctgct gaaggagaat ttggaattct 420 

acttgatgcg ggagcaacaa acagctcagg gccaaaccaa aagacaaaaa ttggagtaac 480 

gtagaatgct ccatgctatt ttatggaaac tttggtctca catccgtagc tgattatcct 540 

ctttttctcc tatgagtggc acttcttttg tcttaggaat acatgctgta aatatatatc 600 

tgtgtatgtg tgtatacaca cacacagaca cacacacaca cacacgggat gaatggagcc 660 

ttaaagagtt aggatgagcc accagaatat gcctgctcaa aattaatagc acagcagttt 720 

ggagaagaaa tgaaggtgtc aaagagtcca ttcacctgag aaatgtgtga agacatactt 780 

atcagttggc ttttagcttt tatgttcctt gagtagtttc actcaagtct gtaacctttt 840 

gtgtttccct attagtaaaa ttcaccggaa agccagctct tcatgttaca ctaatgacag 900 

tttgttctct ttgcaagaga ggggcattac tgtcacctga cttgaggagc tgttttgttg 960 

ttgttgttgt ctgcaaattt catgaatttg tgatgtcttt gctgtttaca tgcagtccca 1020 

agaaatggat tgttggtgct ttggaatatg ttacagtccc acatttgata tttcttatat 1080 

actttgtttt ctctaaggag atttcttcac acagtatgtt catcatatat caccatcatc 1140 

attatggtgg taaagataga atcttttttc ttttttgtca ttctgscatg gagcagcatt 1200 

accctaatgg attgcaacca aaactttaaa caagtagaaa gataatattt ctccaattgg 1260 

gactccccag caggaatact tagggacaag gaagaatgct agcatctctg tctctcarac 1320 

atagggagga taagaagagt gktcttctgg kaaagctaaa actctggacc actgaagcta 1380 

aaagccctat tgcaagtatg aaattaagta cttgagctat aggacaaacc ttgggcattt 1440 

aaccatttac tgtctggctt tgcccttaaa atagggttgc aattaaaatg tgattggctt 1500 

aggtaatccc aaaaactaac aaataacaaa ggtgcataat ttatttatct actttttagg 1560 

tgctctgagt tgaggcaaag tagagcggca acattaagtg ctatgctagt cacttagctg 1620 

acgtaaccag cttggttaag cagcttatga aaccacataa agaattcttt tgaggatgga 1680 

attctgtcca caaaataatt ttgcgagccc agatatcatt aggatcacac agagttaaat 1740 

atagaaaaat gaaaccatca ttatattctt tcgtgttttt tcttttatta taaacaaggg 1800 

gattattctt tagttctcag aggtagggac aaaaccacat caggttttca gaaggaaaaa 1860 

acatttaaaa acccaccatc acatgagaga atcacttgaa cccaggaggc agaggttgca 1920 

gtgagctgag atcgcatcat tgcactgcag tctgagtgac agagtgagac tccatctcat 1980 

taaaaaaaaa aaaaaaaaaa ctcgag 2006 
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<210> 19 
<211> 1607 
<212> DNA 

<213> Homo sapiens 
<400> 19 

ggcacgagcg gcacgaggaa gcagccacgc ctggaaacaa ttaaccagcg tatttctggc 60 

tttgtggatg gatggatgat ggcacccata tggagctttg gacctaaact ttatgtggat 120 

aagagttggc tttttggtct tcaagacccc tggcctgcgt actccagcag caggagagcg 180 

gatttacaac atctcaggga atggcagccc tcttgctgac agcaaagaga tcttcctcac 240 

tgtgccagtg ggcggcggag agagcctgcg attattggcc agtgacttgc agaggcacag 300 

tattgcccag ctggatccag aggccctggg aaacattaag aagctctcca accgtctcgc 360 

ccaaatctgc agcagcatac ggacccacaa atgagacacc aaagttgaca ggatggacct 420 ' 

ttaatgggca cttctgggac cctgaagaga cttcttccct ccaggcttat tgtttgagtg 480 

tgaagttcca gagcaaggag ccatgttcct ctaagggaat tcaggaattc agacgtgcta 540 

gtcccacacc agttaggtag agctgtctgt tcaccctccc atcccagctg atcccagtca 600 

ctgcttgctg gggccatgcc atggaagctt cccatcagtc tcccagctga atcctccctg 660 

ctctctgagc tgctgccttt tgcctcctgc aactcaacat cctcttcacc ccgccctgcc 720 

tgcagttgag ggggcgaaga agaaccctgt gttcncagga agactgcctc caccaccgct 780 

acccagagaa cctctgcatc tggcatttct gctctctatg cttgagaccg ggaggtttag 840 

gctcagataa gtgagctctg ggccatgaga gggtaggtcc agaaggtggg gggaactgta 900 

cagatcagca gagcaggaca gttggcagca gtgacctcag tagggaacac gtccgtccac 960 

cctctcgcac tcatgacacc tccccccacc agccctcctc ttcctcctcc tcctcctcct 1020 

gtggaggtgg tcagtgggac ttagggatct ttcacctgct gtgcccagta gctctgaagt 1080 

ctgcttgtgg agcagtgttt tatgtctatc cctgtctact gaagaccaaa tactggtttg 1140 

gagacaactt ccatgtcttg ctcttctacc tccctagtta gtggaaattt ggataaggga 1200 

actgtagggc ccagattctg gaggtttcat gtcattggcc acagaataac tgtctctaag 1260 

ctatccatgg tccagtggtc cctgccaagt ctgtagactt cagagagcac ttctctctta 1320 

tggggctcat gggaacaggg gcgggtgtga cttgcttggt ggcctcattc catgtgtgcc 1380 

tgtgcctggg gcatggactt tgttaagcag agccagcagt gaggtcctca ttctccagcc 1440 

agcctctctg ccctggagaa tcatgtgcca tgttctaaga atttgagaac tagagtcctc 1500 

atccccaggc ttgaaggcac atggctttct catgtagggc tctctgtggt atttgttatc 1560 

attttgcaac aagaccattt tagtaaaaca aaaaaaaaaa aaaaaaa i 60 7 



<210> 20 
<211> 1402 
<212> DNA 

<213> Homo sapiens 
<400> 20 

ggcacgagac gctctggacg agcgaccagc aggacgacga tggcggcgaa ggcaacaatt 60 

aaggccccag gggaactggc agcgcacgcg gatgctacta ctgcagtctt tatttttttc 120 

ccatgagttg ggggtcgggt gggggaggga aagggaggga tgaccttccc agggagaaac 180 

ccacgacctg tcctgtcttt gatcgcctct ttgacatttt tgccaaaata ccactagtgg 240 

aaagtcaggc tagctgtgct ggtattggaa tagcagcctc acactggcgt ctggactgtt 300 

ctgtagattc atgcaagtgg agctgtctgt ctctaattta acttattgct agataatagg 360 

gttttcagat gaaaagaaaa cttaaagagg aatggccctc attcagtaag ttctgtggtt 420 

ccagtaagga tttttatgta catacgctct cgtctctcgt tttgggtact ttctatctca 480 

tctgtctcgg ctctgcatgt tttccagggt gtagcctaca gacatggaac agtgtaaatc 540 

ccagactgac agacttagaa cctgaggtct cattcatcct tatggtttag gccttgccag 600 

ttttccgaag tctctgatta gttgacagta ttaacactaa attgcagttt acagtatttc 660 

tacattacag ccatatgtaa catcaagcca tcgattgtgt acttttcctt tgctagttgt 720 

ttgggcttta acatccttat tcagccttat ccaggttggt tttgctgttg atcggtctcc 780 
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taggccaaac gagaatgaaa gcgactccag gttttcgggt tcataaggtg ctcggcaagg 840 

tggctgtggg aatttttttt ttttggtcct tccttcctct taacgtaaat ccaccaccaa 900 

aattattaat cctcttgaaa agaaaacgtg aaacgccaca aaaatagaga aaattcaggt 960 

ctgtatgtca cggatcgtgt tggtattttc agagaacatc ccgcttctga agctgctgca 1020 

gctccctcct cagggatcac actgccgcca cccactctgc actggggcgt ttcctactgc 1080 

gcctcgtgct ggcggacgca gctgggtgca gaagctgtgg ggtcggagag gcgtttggag 1140 

aaggtctgtg gtgcagtgtg tgaaaattca ggcgctagaa gcctactggt agaaaaaccc 1200 

aaaaggaaga gctatatcct taaccattct gtccaatttc gggagccttg tcagtgtgtc 1260 

agtttttcct ccccgaagac actccttccc caagtaattg taggaagata aaaaaactgt 1320 
taccagataa caaacactga actcctattt gaccagaact ttttcctctc aaaaaaaaaa 
aaaaacaaaa aaaaaaaaaa aa 



1380 
1402 



<210> 21 
<211> 1221 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (1220) 

<223> n equals a,t,g, or c 



<400> 21 

ggatggcgtc ccgcaaggaa ggtaccggcc ctactgccac ctcxtccagc cccaccgccg 60 

gcgcacaggg aaaggcaaag gcaaaggcgg ctcgggagat tcagccgtga agcaagtgca 120 

gatagatggc cttttccaca gcccctggaa cgtgcttagg atgcatacca gggtacaagc 180 

ttaggaagtg tgggcaccca ccccagccca tggacctgtg tgctccctgc gttgagcctg 240 

agatgccatg cttctctcta ctctctctac cactgtggga tcccttggtg attttggttt 300 

tctgttagta aacttctgtg tttgggatct cgttgtctag acaaataacc accctcatcc 360 

ctgccatctg cccagtgctt cacaccctcg ctacacacag tgtggtcctc ctgtcaggtg 420 

tcagcatcac tggagaatat tagaaatgca gagtcttagg ccctatccca gatctaatag 480 

cttcaaatga atcttcattt ttataagatc ccgagagacc ctgtgcccac tgaagtttga 540 

gaaacgctcc caacttatta ctgccactcc acagctgtca cctcctcagc tccacccaac 600 

ttccggagtt attgtcatca ccatttcaca agtgaggaaa tgtccattga gattaagagg 660 

cagagagtaa gagggactca gatcgagatc tgctgccttc cacccagggt ccccgaaata 720 

ccttggcctg actttccctg tgggtaccag gcaaaaggac acttcgaaga gcctcactga 780 

gcaatcgacc tgcccaggcc tcctgagacr tgcaatttam cawwaccgtg ggtcacctca 840 

tccacacctc taacaaagtc acaaggggaa ctggagaaat tcaagatgcc agcaaagaaa 900 

taactgccgg gctgaaagac ttcataattg ccagatggct gaagtgttca gagagtcgga 960 

gctatggaga agggctaatt gatcttgaca tgggctaaga aacaacatya cacctgcggc 1020 

aatgactgca agcttttcta gtcccaagag ggaaaggsaa aattctgctc ccaacaatga 1080 

gagagaaatg gtctccaccc ccagccagtg gcaacacaga gaggaggtac aagcacaggc 1140 

tgatccgctc gtgaattgtc accacactta actagtcagc tagcctgggg aaagttctga 1200 
tttattctga gacgtagttn t - 



<210> 22 
<211> 1255 
<212> DNA 

<213> Homo sapiens 



<400> 22 

aactagtggt atcccccggg ccgcaggaat tccgatacat tggtctctaa acccaaaccc 60 
cctttaaggc atgttggtct caaggggatt tgggattgaa gcrcagcttt ctgttgagga 120 
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aacctaggtg tcacttttta gaacattaaa aagaaagttg tagggtgggc ttctccattt 180 
aaaggaatgt gatgatccca ggttctgatg agtgataggt ggtctccgtt tatacccttt 240 
cttcttttgg cacctgtaag ttccggtagt ggccatctta cattcccatg tcctgctgga 300 
agtgcctagt tgcctgcaaa gccagctaag gcttactatt tcaaaagaag attatttaaa 360 
acatgagtga caggtagtca gaagagaaca aaaggacgca agatactcta tagccaagtc 420 
agcttggagg caggatgggt tgctgagtga agccgccgct cacttccgga ttcttatgga 480 
ctgtgagtta gtcttccctc tacacggagt cacaggaagg gtataaatgc atgttcctga 
ggtgccctcc cccaaagaat gtacctgcac tcaaaccagg atctgttttt gctgttttaa 
tcataaatag actagttagt agaagacttt tgaagaacaa agtaaaactt ttttttttca 
ttaaaagatg tcccagagga aaggccctgt gcagccagta tattctaacg actgcctggr 720 
ccatgtccta atawgggtgg ttttaagttg ttgggccaaa aatcctttaa agacacacga 780 
aacatctgcc aactttttag caaccccaca gagcccgcga maxngctcgct: ttcttccccg 
ccctgcccct tcagcccccg ctctggaags cccaggcagt ttaggtgtaa atasgtatct 
tttatggttt ccaaatgaat tatttgtgtg agagtaatta aatctgtaag aaaacctgtt 
gagattcttc acwatgaatt atgacttcta caacatgtac tttagcaaaa acacgatgct 
ggcctccact ggatagccca gtatgctgat tgccagtgat agttctgcac gcgttaccaa 
cagcgtcttt atcaaccctc tcccacatcc agtggaaatc attgctaggc ggtatttgtt 1140 
ggttggctgc tagctttgct ttatgatttc atgtttcttt taaaggttgt tttgcatgtt 
gaatattaaa tttttttttt ctgtgtmaaa aaaaaaaaaa aaaaaatcct cggcg 



540 
600 
660 



840 
900 
960 
1020 
1080 



1200 
1255 



<210> 23 

<211> 1642 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (1369) 

<223> n equals a,t,g f or c* 
<400> 23 

tcgacccacg cgtccggtgg aggggaccct gtggctagca gcagctaccg cagcgtcgga 60 

tgttcagagc agcagaagcc ggcgtcgtcg gatgttgtgt tgcccgccac catgagctac 120 

acaggctttg tccagggatc tgaaaccact ttgcagtcga catactcgga taccagcgct 180 

cagcccaccc gtgattatgg atatggaact tggaaccctg ggacaaatag aggctacgag . 240 

ggctatggct atggctatgg ctatggccag gataacacca ccaactatgg gtatggtatg 300 

gccacttcac actcttggga aatgcctagc tctgacacaa atgcaaacac tagtgcctcg 360 

ggtagcgcca gtgccgattc cgctttatcc agaattaacc agcgcttaga tatggtgccg 420 

catttggaga cagacatgat gcaaggaggc gtgtacggct caggtggaga aaggtatgac 480 

tcttatgagt cctgcgactc gagggccgtc ctgagtgagc gcgacctgta ccggtcaggc 540 

tatgactaca gcgagcttga ccctgagatg gaaatggccc atgagggcca atacgatgcc 600 

taccgcgacc agttccgcat gcgtggcaac gacaccttcg gtcccagggc acagggctgg 660 

gcccgggatg cccggagcgg ccggccaatg gcctcaggct atgggcgcac gtgggaagac 720 

cccatggggg cccggggcca gtgcatgtct ggtgcctctc ggctgccctc cctcttctcc 780 

cagaacatca tccccgagta cggcatgttc cagggcatgc gaggtggggg cgccttcccg 840 

ggcggctccc gctttggttt cgggtttggc aatggcatga agcagatgag gcggacctgg 900 

aagacctgga ccacagccga cttccgagtg agtggaggca gccttcccct ctgggaagct 960 

tagttcccac tggggcggag ctaagggccg ggtgccacgc accctgacac ggcttccccc 1020 

ccttatgacc cagaccaaga agaagaagag aaagcagggc ggcagtcctg atgagccaga 1080 

tagcaaagcc acccgcacgg actgctcgga caacagcgac tcagacaatg atgagggcac 1140 

cgagggggaa gccacagagg gccttgaagg caccgaggct gtggagaagg gctccagagt 1200 

ggtaagtggc tctggctggg cattttctgt ctgcaggcag ggcgagctgg cctaaagagt 1260 

ggtgctctcc ctgggggcca gaggcaatgc tgtgtcagct ctgcgtgcat ggtgaccagc 1320 

atggggaggc agtgcggtct ggcasaaagc acaggccgcc tagctggang cacagtttcc 1380 
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ttgttggaaa atgggatgag cccctgtgca ccaggtagtg ggaggatgtg aggtttmcgg 1440 

cacatagccg ggccctgtca tttaaagcca ttgtaaataa ctgggctact ctgggccacc 1500 

ctgcctatag gatagccctg ctctgtctat ggagcaagca gctgttttac tatataccgt 1560 

tgctctaata aacttggttt cttttaaaaa aaaaaaaaaa aaaaaaaaaa ctcgaggggg 1620 

ggcccggtac ccaattcgcc eg 1642 



<210> 24 

<211> 932 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (929) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (932) 

<223> n equals a,t,g, or c 



<400> 24 

ttccacccct gctttttgtt accagctgtg atgtttggca agttaataaa cctcccaaaa 60 

cctcacccgt aaaatatgga taacagtaca ataaggtttc akcaaatagt agatgttgtc 120 

aataatgett tgttttcttt ggaacatgat aaccttacta gtggcttctt cggcctattc 180 

tggttgtgac cttgccctcc ctggaacttc ggcgttatga ctgtwcttaa ctgctgaagr 240 

atggctgrat gtctggaaat ggraaaatct gtsctgtgga tgaaatctta ttaatagacg 300 

tggragmcac taattagamc accacaactt aaaagagtgt ggatgaatgc tcaatgtctc 360 

tttaagtcat ggagatggtg ttctgggaaa gaggtgagtg tagtgggggt atgatggcat 420 

ctgactcctt gttacccact tcctgcagct agatacactg tcagatcctt tggcatcegg 480 

agaaatgaaa agattgetgt ccactgcaca gttcgagggg ccaaggcaga agaaatcttg 540 

gagaagggtc taaaggtgag cctaatcccc taatggagtg atattgatca gcactccttt 600 

agtaacacat gtagataagt tacatttaat gttctgttct ttggtgtctt gatatttatt 660 

tacttaagct tctaaaaggc tttttctaca atcagcaggg ttaaactgtt cttggtggtt 720 

taaaagatgc ttgaggctgg gcacggtggc tcaacgcctg taatcccaac actttgggag 780 

gecaaggegg ttggatcatt tgtggccagg agttcgagac catcctggcc aacatggtga 840 

aacaccatct ctactaaaaa aagataaaaa ttagceggge ttggtggcgg gstcgrgtag 900 

tccaagcaag agagttccag etaeggegng cn 932 



<210> 25 

<211> 1064 

<212> DNA 

<213> Homo sapiens 



<400> 25 

ggcacgagga agagtcagee ttcttctttt cctggcctag gtagtagagc tcatatagaa 60 

aaagtgagac aatattggta caaaactaca ctatttattg ctcccactga aatgtcaaga 120 

ggcagcaggt gaggcatgag gatgggcagt tctcagaagt tttcctgaac ctacaggctt 180 

atgttaattt ttttatgtat aatttgtctt ccttgtttat gatctcattt ccagtccgcc 240 

atgtaacccc ttctcaaact ttaaaaggac ctcccttgag ctggagctaa cgagaccatt 300 

tcttgtctgc ttacaatttt aaaaaaaaag etatttgeaa gtaatttttc tcattatgat 360 

gctgttatca taaagtgaga ttccagtagc cagggtgtca agggatggta tatggacagt 420 

gcaactttga cttactttac tctacttagt caaattttaa ctattttctg gttcctttca 480 
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agctgaaaaa ttgtcttcaa atttacagca ccatttcagt ttgtcatctg tttattcaca 480 

ttactcccct gacactggaa ttccagaagt gaccacctgt cattcccgaa gtgccataac 540 

tgtggattat attttctact ctgcagaaaa ggaagatgtt gctgggcacc caggagctga 600 

agttgctttg gttggtggct tgaaacttct agctagactg tcacctccta cagaacaaga 660 

cttatggact gttaatggac ttccaaacga aaataactct tcagatcatc tgcctttatt 720 

ggcaaagttc agacttgagc tctgactctc tttgatcaca tactaatttt ctttccaatt 780 

tgtattgctt ttcaaagaat gtaaagttct taagtgtacg catgttgttt atttttgcac 840 

tgtggagact ctgaagcggt tatgttagat gctttgaaac tccatatcag aagaaataac 900 

tttataacaa ttttttttaa taatgaaaaa tattttcctg acaagtgagc tctaaattct 960 

ctttattgta aaagagatgt aaaggtttta tattctaaac cctagtaaaa ttgacagtga 1020 

tttttaaata taatgcatct tcctttgtct gcttagtaaa aaatttcact tcataatttt 1080 

ggcaagctct gtagtggatc caaagtatct ttgagttctc gcaaactaca agttgtttcc 1140 

tttccagaag gcttgatttc attaggagac ccctctattg agttctaaat agtttatctt 1200 

agaaagcctt gggtcattca caggtatcca accagccatt gtttagtctg tttttgaagg 1260 

ggtttgataa tgctttttaa gttgtacaga atgcttaatc catcttatta ctgccctgag 1320 

ccatgtaata tgcctgcatc gtgttgggga aatgtttggg aaatataagc cagcataacg 1380 

tgtaaagctc actctttcac cctggaacag acaagaggtg ggcttaatag aggcagagac 1440 

tggggatata cctttgtttc cctagcattt ttatttattt atttttattt tattttattc 1500 

tttgagatgg agtttcactc ttgttgccca ggctgggggt gcaatggcgc aatctttgct 1560 

cactgcaacc cctgcctccc gggctcaagc gattctcctg cctcagcctc tcgagtagct 1620 

gggattacag gcatgcgtca ccacccccag ctaattttgt attttcagta gagacagggt 1680 

ttccccatgt tggttaggct ggtctcgaac tcccaacctc aggtgatccg cccacctcag 1740 

ctctcaaagt gctgggatta caggcgggag ccactgcaca tggcagcatt ttttaaaaat 1800 

tcagttttaa gatctctggt ttaggggaga gattttattt taccgaacca gttctataga 1860 

aatttacctt attaggaaat ttgtctttgg aacaaagtgg cagctataaa attatttttg 1920 

ttaagcctca gaaatatgag gaagcctgta aaactctagt ggggagatat taacttggag 1980 

acctaatgct ctgtaaatag tcatttaaac tgttggtttt agtggttttg tttctaaaat 2040 

gttttctttt accgtgatgc accagtatga gatggtgctg acactttcta tgaagtggtt 2100 

atgagcaggt ttaataaatc ctctatacaa gtgtttgaat caattttaaa acataaaaag 2160 

tggaaatttc cttttttgta gacagtagga caaggaatta tatgcatttt tactaagtag 2220 

taattttaca ctgaattgta aatgttttta cagtgagttt tattaataga atgcttcacc 2280 

ttaaattgga aaacaataat agtcttggac taagtctttg tactaaagca tttgctataa 2340 

ttatttttaa aaaaacaaac agatgaaaac ctcagagaag gcatgcggat tataagattt 2400 

gtctagtaaa aattgtaatt gaatatgttt aaatacttaa tttctcattt tggggggttt 2460 

ttattttttt attttttaga cggtgtctca cgctatcgcc caggctggag tgcagtggcg 2520 

cgaactcggc tcactgcaac ctccgcctcc tgggttcaag caattctcct tcctcagcct 2580 

cccaagtagc tgggattaca ggcatgcacc accatgccca gctaattctt gcatttttag 2640 

tagagatgga attttgccat gttggccagg ctggtctcga actcctgacc ccaggggtga 2700 

tccacccgcc tcgggctccc aaagtgccgt gattacaggc atgagccacc atgcctggcc 2760 

tttgggggga ttttaattac agtattaatt atagttctag gatttcccac attttatagt 2820 

agtagtttgc aggatattat gtgccctaat tagcagatat agacattatc aaattataat 2880 

gatagtacaa ttatcccttt ttaatattgg ggaaagaaaa atgaaaattc atcagttaat 2940 

tactgctttg tgttgtgtga atttattaac aaataacact attacatata ggtcattgtt 3000 

aacaaacaaa catccctgaa aacctctgtg aaaatttaat tttttatatc ctgattaata 3060 

tattgtgacc ttaggcccat ttttcatgtg cttcactttg atagagttaa tccataaaat 3120 

tgctctttac tttagcttat caaatgaagt attattttgt ggactggagg ccaaaaagtc 3180 

aatgtgagcc tctcacaggt ttttaaagct ccactaaaag taattatcca cttgtcttta 3240 

cttttgttga ccagaatagt tggtaactct gccagagccc gtacctaccc gccaaaaaca 3300 

attaaatctg gttaatgcct gaaaccaaat ctctcagtct caagcgttat actatccaag 3360 

ttttaaatgg aaaggtaaac tgtggagtaa tgaaattttg gttttactgt accttttgct 3420 

atcaagataa tattcatgtt tgaaatcttg tctttatttg gaattcagtc actgtctgct 3480 

tttaaccttt gctttcctaa agaaagtttg agatccagag agttcaaggg attggggaaa 3540 

gagaggcgtc aagtcatttg cactttgtac ctgtaagtta ggtaataaac tattatactc 3600 

gtaaaaaaaa aaaaaaaaaa 3620 
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<210> 28 
<211> 1896 
<212> DNA 

<213> Homo sapiens 



<400> 28 

ggcacgagtg aagatggacc agaagtcctt gatgaggaag gaactcaaga agacctagag 60 

tacaagttga agggattaat tgacctaacc ctggataaga gtgcgaagac aaggcaagca 120 

gctcttgaag gtattaaaaa tgcactggct tcaaaaatgc tgtacgaatt tattctggaa 180 

aggagaatga ctttaactga tagcatcgaa cgctgcccga aaaaaggtaa gagtgatgag 240 

caacgtgcag ctgcagcgcc agcatctgtt ctttgtattc agctgggccc tggaatcgaa 300 

agtgaagaga ttttgaaaac tcctggacca atcctaaaga aaatcatttg tgatgggtca 360 

gctagtatgc aggctaggca aacttgtgca acttgctttg gtgtttgctg ttttattgcc 420 

acagatgaca ttactgaact atactcaact ctggaatgtt tggaaaatat cttcactaaa 480 

tcctatctca aagagaaaga caccac.cg.tc at.ttgcagca cccctaatac agtgcttcat 540 

atcagctctc ttcttgcatg gacaccactg ctgaccatat gcccaatcaa tgaagcgaag 600 

aaaaagcttg agatgcattt ccataagctt ccaagcctcc tctctrgtga tgatgcaaac 660 

atgagaatag ctgcrggtga atctttggca cctctccttg aattggccag aggaatagag 720 

agtgaccttt tttacgaaga catggagtcc ttgacgcaga tgctcagggc cttggcaaca 780 

gatggaaata aacaccgggc caaagtggac aagagaaagc agcggtcagt tttcagagac 840 

gtcctgaggc agtggaggaa cgggattttc caacagaaac cattaaattt ggtcctgaac 900 

gcatgtatat tgattgctgg gtaaaaaaac acacctatga cacctttaag gaagttcttg 960 

gatcagggat gcagcaccac ttgcagtcaa acgaattcct tcgaaacgtt tttgaacttg 1020 

gacccccagt gatgcttgat gctgcacgct taaacgatga agattcccgt tcgaaaggca 1080 

tttatataac tctgcagcct tcaaagctcg aaccaaagcc agaagcaaat gtcgagataa 1140 

gagagcagac gttggagaac tcttctagat tttcagaact tgaagactat tttctaattt 1200 

ctattttttt ttctatttca atgtatttaa actctagaca cagtttttat cttggattaa 1260 

cttagataac ttttgtagca gtggttatat tgcttataac ttaatgtaca atactattga 1320 

aactggtgag ttctgattat taaatattct ctgtaaatca gtaaacatgt ataaagtatt 1380 

tgtaatgttt ggtcataatc tatttatgaa gacagcaaaa gactgacttc atgatgggga 1440 

aaacaattag ccaaagttta atttcttaca ctgtggctgc caagaacact gatttactat 1500 

aatgatatat acatgcaaga tatctaactt aatatcrtag acaagagttc tgggtacaat 1560 

tttgggatct agttcccctg gaaaagccgc tgtattttta atttttaatg gaatgcagct 1620 

tttaaaatcc tgtcactggc atcaacaaaa ggaattatac catgagacct tatagccgta 1680 

cttaaaagcc attcagttca gctatcggga gttcatgatg aattagcata tgccagaaag 1740 

gttgctaacc ttaacatctg agagcagtaa cactgacttt atctgctgca tgagaccttg 1800 

tgcattttac tttgaaataa agactttttt cccactgaaa aaaaaaaaaa aaaaaaaaaa 1860 

aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaa 1896 



<210> 29 

<211> 1361 

<212> DNA 

<213> Homo sapiens 

<400> 29 

agcatttggt ggacttctga gcggtgtcca ccttttagct gtgatgaacg gcgctgttgc 60 

gaacacttgt gtacaagttt cagtgtggac gtgtgtcttc gtttctcccg ggtatatacc 120 

taaggtggaa tcactgggac tatggtaact gtgtttactc atttgagcag ccgccagcct 180 

gctttcccaa gtgtctgcac cacctcacgt cccttcccgc agccttggga gttctgattt 240 

cgccacatct ttgccatcac ttgtttttct ctgacctttt gtttccagcc catgttgggt 300 

gtaaagcagt gtcttgtggt tttcatttgc attttcatga tgactgataa tgttgaacat 360 

ctttttttgt ctttcttggc gatctgtatt tcctctttgg agaaatgtct attccgattc 420 

ttgcccactt ttagttggat tattgtcttt ttgttgttga tttatgagtt ctttacatca 480 
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tctagataga agtgcttcct cacacatatg attcgcaaat atcttctccc attctgcgag 540 

atgtcatttc actttcttga tggtgccctt tgaggcacaa aacttttaag tttttacgaa 600 

gtccaattca tttttctttt gtcacttggg cttttgccgt catatgtaag aatcttttgc 660 

caaatccaag gttatgaaaa agaaaacctt caaaagtttt tttattttag ctcttttatt 720 

taagagctaa aataaaaatt tcaatagctg catgtggtgt gaagtaggga tcccagttcg 780 

cccttttgcg tgtatctgtt cgccggccca gcaccgtttg ctgaaggctg ctctttcctc 840 

actgaacagt ctcgacattc ttgtcaaaca tgagttgccc gtaggttatg agtttattcc 900 

agaaccctca gttccactgc accgatgcgt gtgtctgtcc tcgcgccact cccacactgt 960 

cctgttacca tcgcattgta agtcttaaaa ctgggaatgt aagtcctttg acttttttct 1020 

aatccaatac tatgaacaaa atagatggca gatgaaattg aaaatttcct agaaaggtgc 1080 

aaactactca aactgattca acaagaaata gacaatgtga atagatatat aacaagtgaa 1140 

gaggttgaat tagtaatcca aaaacaccca taaagaaaag ccaaggacca gagagcttcc 1200 

cagccaaatt ctaccaagca tttaaagaat taaaaccaat tctcacaaac tctctcaaaa 1260 

gactaggaga gtgggaaatg cttcccaatt cattttatga gaccaatatt actctgatac 1320 

cataatcaga caaagacatt gccaaaaaaa aaaaaaaaaa a 1361 



<210> 30 
<211> 1323 
<212> DNA 

<213> Homo sapiens 



<400> 30 

aggcccagca ccacgggcct ttccccaggc cagggggagg accacctaag gattcaaggg 60 

cagctcccgt tttcttggtt ctgtgaacac tcgagtctga gccagcccct caggaattgc 120 

ctcaaaagag aaaaacaaaa aaaagtcctc cttcccaagg cctgctactc caaggtttgg 180 

ctccatccct tgcctttggg tcctgcctat ttccccactc ctggtctctt atctttgggg 240 

ccaccagtgg ggagtcaccc gggccccaat ccctctaagg cgctaagttg aaggaggcct 300 

tcccagagtg actattggtg ccaaagtccc agttcctgtt ggacttgggg caaaaacagg 360 

agatggtgag tgggtgtaag gcccaaatgc ccagagaagt taacccgaac ccatgggacc 420 

tgccccagcc tgtcagtccc tgatgagtgt aacttccttc ccctgggggc ctggccyttc 480 

tcxccaaccc agtggccatg ctttct:cacc cagccttgtg cccggcctgc atttctgtat 540 

atattgctgt gtattgtgtg tatgtatgta ttcctggaca agtgtgttca tctgcagccc 600 

ttgcctgagg ataaggttta ggattgggta aagatcagaa taccagggcc agctaaggca 660 

acgactccct ccccaaaccc ttgggacctc agccagcccc aaggccgccc tgacaatcag 720 

gcaggccccc caccgtgagg ccaagccccc tctgccaccg ccagcatggc ccaagggagg 780 

cttggccttg ggcttgccag cctcagctct gccctgacaa gggccttgca tccagggcag 840 

aggcctgagg tgacccaggc ttgctttgcg gctgatgcca gcaggcttgg ttctagtggg 900 

caccactggt gggcaacctc cataactggc ccttaggccc taccttccta cacagctagg 960 

ctataatggg cctgagtgag agggtagctt ccccagcccc aagcacaggc agaggggcgg 1020 

agagcaattt ttggttttat ttttgtttcr gaagtggtgc ctgtacctcc agcccccagg 1080 

gggccttccc tggccacact tctctgcccc acccaggcat cgccatccca gcactttgct 1140 

ccatgtcacc cgtaagatgc cccttgctga atgtacctga gcgtatgtat ttaaaaggac 1200 

tcacatgggc atcagagaac ttatggctct gtatccaata aaaaagacgg tgaaactggw 1260 

maaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaactc 1320 

gag 1323 



<210> 31 
<211> 2083 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
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<222> (1781) 

<223> n equals a,t,g t or c 
<220> 

<221> SITE 
<222> (2057) 

<223> n equals a,t,g, or c 



<400> 31 

ggtgtccttc taatgccatc tctgtagaaa acgtgccctg taagtcagtt tcctggaagc 60 

tcttctgtgt gttgtccctt ctccagcagt gggccgattg tcagggagcc caggatggaa 120 

gctaagtgca ctggtcattg gttgttcttt cagtgccctt cagacagccc ttgccctggt 180 

ggtcttgtgc cccccctgtc tgtttggtgc ctcttttata aattagtgat gacttcagga 240 

aatggtcctg gatttcaaat agctattcct ggagacattc taattctgtg gtttaaaccc 300 

taaaacaaac aaaccaaagt aattccctgg atattggtgg ctactggtgc gaagagcatg 360 

gtgcggcgcc tgttacttgg atgagctttg atcaaagaat ggcatcaaat gataacagac 420 

attggaggca taagtgatta caaggagaat catagatcta aataaaaacg gaatggtggt 480 

taatacttta attgaccgag atgatacagc aacattttta ttcatatacc agtacaatac 540 

ttaactttta aaggaagtga tattcatctt agcagaggtc tcttagcacc anatctgcaa 600 

cattggatgt tatccattga gccttgtttt ggggaggaaa aaagacacca actttcttga 660 

gcaaattgtt ctctgaaggt gctttacaca ggaatacaaa tttgcccgaa ctcaaaaggg 720 

tcttgtttac agcactttaa tcttgttttt cactccataa gccctctgta aactgaaata 780 

cagagctaca ggcaaacctc attttattgc acttagcttt attgcccttt gaagataccc 840 

tgkttttttt tttttattca aattacagat tcgtggtaac cctgcctcaa acaagtctgt 900 

tggtgccatg tttccaataa caggtgctca ctttttgtct ctgtgtcaca ttttagtcat 960 

tatctcaata tttcagactt tttcattact ggcatatctg gtatggtgac ctgtggtccc 1020 

agatctttga tgctactatk gtcattgktt tggggcccca taamccatgc ccatataacg 1080 

tggcaamcct tatcaataag ttttgtgtgk tccgattgct ycatgaaacc agctgttccc 1140 

cctctctctc cctcttctcg ggcctcccta ttgcctgaga cacccaatat tgagattatg 1200 

ccagttaata accctgcaat gcctctaaat gttcaaatga aaggaagaat ctcatgtctc 1260 

tcactttaaa caaaactcta gaaaggatta aacttggtga gaaaggcacg tcgaaagcca 1320 

aaatacgctg aaggctagac ctcttgcacc aaacagccaa gttgtgaacg caatgaaaag 1380 

ttcttgaagg aaatcaaaag tgccacctca tagaacacat gaacaataag gaaaacacct 1440 

tatttctgat atagagagag ttttaacggt ctggatagaa gatcaaatca gccacaacgt 1500 

ttcctcaagc cgaagccaga gcaaggccct aactctcctc aattctctga aagctgagac 1560 

aggtgaggga gctgcagcca aaaagctgga agctagctga gggtggttta tgaggcttaa 1620 

gaaaagaagc tatctccgta acataaaagt actagacgaa gcagcaagtg ctgatgtaga 1680 

agctgcagtg agttatccag aagatctagc tgggacaatt gataaagcta rctacactaa 1740 

acaacacatt ttcactgtaa accaarkagc catctyggaa naaagatgct gtctaggact 1800 

ttcttagcta gagagtacga ggcaccgcct tttcttaaag cttgaaagga caagctgacc 1860 

cttggtagga gctaatgcag ccagtgacac taaattgaag ttagtgctca ttttccctrc 1920 

tcaaaatcct acggcccttc agaattatcc ttaaatctac tctgcctgtg ctctaggaat 1980 

ggaactacaa aggctagata acagcacatc tgctgacagc atgatttact gaccatctta 2040 

agcccaccat taagacntac tgcttagagg caaaaaaaaa aaa 2083 



<210> 32 

<211> 1738 

<212> DMA 

<213> Homo sapiens 



<400> 32 

ggcacgagga aggcttaaat taagtatgtt gacaataccc caaactactg gatgatattt 60 

gtaatgaatt tcaccctata tcagtacaga agggtgtcac agttcagcaa aacaaaagag 120 

aacacgcttt gttaaacctc tactttctga attttaggac agtgaggaaa tttaacattt 180 
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tcaatttttt tttcttttct tgactgaaaa gaaagtcaag ccagcaacat gtttctgaga 240 

gagcagtgat gcatttcaca acactgttaa ccgtccgctt ggctttttga ggcttccaga 300 

gttcagaacc gtcttctctt gaataggcca gtgcattttt ttccttcagc ttttctcctt 360 

aagcagcaaa acagaccatt taacttccaa atatttacag cttgcaaaca gacaaacttc 420 

ccaaatccgt ttttttttta tgaaaaggaa aacgatcagc cacaataatc tataatatga 480 

tatatttgaa tcaaagttat tagatgccct agggtctttt catggcagat tttatatatc 540 

accaccatta ataaatctgt catcagaact atgtctttct ctctgctgat agttattttt 600 

agactaacat attcatacct cctcctgatg aaaaacacta aaatttgaat aaggcatatt 660 

agaaaaccct aaagctctgt atttacacaa aggagactca taaatatcgg tttttcaggg 720 

tgaagcattg tgtgttattc cattttgcac cacagggaaa gcctagtcac acatggggcc 780 

tcattaaaag aggatctaaa gaaatattta atggtcgaaa tataaggtct tactctgaat 840 

atctaccttc actttataat aatagaaact gaactgaaaa gattcagtaa gtgatttaga 900 

acatccactc attttaaaag taatgtcuag gcctaggaaa gtgacatcat gttccaaatg 960 

ttacaaatcc agcgtttttc cttgatgtct ttataaatac attgtttaca gtttttattc 1020 

tcctccatan atgatgcccc ttttctaaga ttattccgca ggtatatcct ttaatgagag 1080 

aacctcataa ataaacttcc tgaatttgaa aacgagcgag aggagacctc aagtttgtgg 1140 

actgagctaa acatgtgtct actctccctt caaacacccc atggaaatgg cagcaaagac 1200 

agaacaaaga gaacacattt ctgaatatac tgaggaacat atactccaga gagcagaaac 1260 

aggaagaggg gcctctgcxa aagctgaagg agtctccagg aggtaaccca gctgggccct 1320 

gtgttctggc tggcagatac agagagcagc caaggccaaa agcagacaaa cagaaagcga 1380 

ggtgatcggc cacaggtttg gaaatggctc aggtttgccc tttccaaccc cttgcatgtc 1440 

actgcacatt tacctccaga agtaaagcag gagaactcxg caaagggaac caacaatctg 1500 

catgggaggg cattgccccc aagtgtgtgg gctggcgacc aagtgcagcc ctctgcccta 1560 

gttatgggag ttggagaggg acttactggt ttgcatgttc catgcaagag ctaaagcaaa 1620 

gcacatctcg gagaagtgag ccaggaaagt ggatcaatcc atgccaacaa cctatattaa 1680 

ttaacctgat aattaatatg tatataaagt gaaaaaaaag aaaaaaaaaa aaaaaaaa 1738 



<210> 33 

<211> 917 

<212> DNA 

<213> Homo sapiens 

<400> 33 

ggcacgaggc tttccggtac aggatacagc tgtgcttctc ctactttgta tctgccatat 60 

acggatagat acaaaacctc atgaccgatt tttccctatt tattttgagc ggctctgtat 120 

accattttca tgtattactt catttttctg tttttcagtt atgttctccg tcttcgtaca 180 

ttttcggaag ctagttctaa gtcatgtttt gtaggaaata agcaatctta aatacatgca 240 

taggggattt ctttcttctg aggatcctta attccttcta tttctaagat tcaaattgaa 300 

tgattaatca gtaacagttt atgttttaaa taaaagtctt taaaatgtta aatatcagcc 360 

tttcatttcc gatatttggt ctttgaagag gaaacataat gcaatagcaa ttcataatag 420 

tggagggttc tttcctcaca tccttgaaag ccaccagtct tattcttcag cctggctctt 480 

gagccattgc tgtattaatt ttaaataggt tgtgatagca taagctgacg gaagcctgca 540 

gagatctcac tttgaaatgg cgatacatta catgggaaaa gattagagag gtgttttata 600 

ctgcacatcg gtgaggccta acaagaaagt agaatagacg taaaccattg ttttcatcat 660 

cctttaagac agggatttca gactcaagaa ccaggcagct acctatttaa atgagtcaag 720 

tgggccctaa tgtaagacaa tgtgatgggt aaggattgat tctgagggaa caggagcagg 780 

catgccctcc ctaacagagg ccgtcagtcc tgctgtacct gaaatgtggg cattgttgct 840 

ggcgattcca cacttacatc taaaatttcc tgatttttta agaatgacaa taaccaattt 900 

aaaaaaaaaa aaaaaaa 917 



<210> 34 
<211> 1772 
<212> DNA 
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<213> Homo sapiens 



<400> 34 

aattctaaaa taccaatgta tttttaggtt gtagctaatg ttgtattcac tctcaactct 60 

cagttgtcca cactggtgat ataagaggaa caaatcagaa ccattaaata ccttgtaatg 120 

ccatcacaaa ctcatatatt catcctcaaa ctcccttgtt taatgctaat tggtggcctg 180 

gaacttcact gagatgcaaa atcaagaact gaagcctagt tgctagataa caaaaagcta 240 

taaatgttta tgtatgtgaa ttttaaatta gaataaccgt cttaaactcc tacttgccat 300 

ttctaaggca aagcattcat tttaatattg tactttgcct tttcattcag ttagtggagt 360 

aagtcatgaa acccttagga agaaaaacaa gttatgactt attcactaaa attgatgcaa 420 

gacagttggt tctagatgac catggccatg tgttcatcat ataaaacctt cagttctctc 480 

tatggtgctt ggctggagat tgacatgtga ggatgtgcca atcatattaa atggatttgg 540 

tctatgtggg tgatatgtgg cctgaatgta actgtgatag actgaaattt gttcttagct 600 

ctcaaaatcc actgaagaag tcaagtgaag gtgggtaaaa cagggagatt agtgacaact 660 

ttgtgccaaa ttttttaaaa aatggaagca ggtagccaat attagaatga taatttaagg 720 

gtgtggttga attttagtta gttgtcacat agttartgaa cctcatatgc tcagtgctgt 780 

gggaatcaaa cacggaagag gtatggcxcc tgcccctaat gagaacaagg gggaaaaatc 840 

cagatacaat ctaaatgcca ggttatgtca gggtatagga acacagagaa tgggggacct 900 

gtaagaactg gaagagtcag agagggctcc attgaagagg tcaaacataa ttccggaaag 960 

aattaggtag tgaggagact gtgccaggaa aataagtggg aaaggccaca gttatgtttc 1020 

ctttgaatgg aagagagaca aagctatcag ctatagatca ttgttttctt aagacagcca 1080 

aactggccct ttgaaaccat tcaaattacc ccagtttagc tccctacctt ttagtctccg 1140 

tgaggaagac aagctgttgc attatcatat tcctctgtgc tgagcagctc aagactcagc 1200 

cacaatatgc aaattgcttt aatgccatat tacggcagtt gatttagaca tttgccagcg 1260 

caccaaacca tgagagattg tcccgaccta atgccacctg gcagatgtgt acccagagat 1320 

ttttctgtag ctccatgttt cccataaagg gcattggaaa tgcacagatg aagatcttcc 1380 

tttggaacca ggcacatttg gccccctctc agtgactgca ctgtgggaac tcttcttaag 1440 

aaaatattga aaacagctta atgctttcat atagtgaccg acatttagtt gaaaactact 1500 

gctgcatagc aaatattgtg actctpcatg tgtccacagg agctcttgtg tgggtttaaa 1560 

gctatgaagt gtattcacat tgtgaagttt taattatctt tatcgaaatt aattgtgtaa 1620 

aaatggtatg tgctctatta ggtattcagt ttgtatgtga attctatata gaaagtggtt 1680 

tttgttcttt gagtttgttt tatttcttga agattacaat aaatatctaa gagaccatat 1740 

tcctgaaaaa aaaaaaaaaa aaactcgagg gg 1772 



<210> 35 

<211> 799 

<212> DNA 

<213> Homo sapiens 



<400> 35 

tgctggcggt gttctgcttg ctcgcaggcc tggtgctggc cgtagtatca cagtgctgag 60 

cggcgcggcc tacctgcaag tgggcaggct tttgtgcaag agtgctggtt atgcaaggct 120 

tggggcgctt tggcgctgat cacgccccgc gttattactt ctacttctct gcaggcttgc 180 

tcacctatgg cgtcacagcc tttatcgcat taaacgtgat catcaagaag ggcaaacact 240 

tcttggatcg ctcgccggcg ccggccactc agatgctgct gtacctgacg gtcggttatc 300 

ggtagtgatc gtactgttca cgattccaag ttccaagaaa gcgcgttaca ttctttcgat 360 

tacgccggcg acttcattat tggccgcgta tatcttcgtg gatcgcagtc agcgctttgc 420 

aagtacccgc gacaagttgc tgaagttctg cctcaactta cctatggtcg gcctgggcat 480 

gttgttactt gcctttatct atggcctgta tgcagcgacg ccgctgcggc ccaactatct 540 

tggcgcgtgt gccgggttga tcagccttat tgccattcgc tcttgggtga cgccgcggtt 600 

tcatgcacat ccacaccggg agtccgtact gttgtgtttt ggtgctgccg ccttcctggt 660 

cctggatatg tttttcttca attcgattac ttaccacctg gaattggccg atgagccgac 720 

acccaagttt ctgccttatt ggctctggta ggcgcgttct atcgcagttt taactttcgt 780 

ttggcgaccc acaaggcac 799 
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<210> 36 

<211> 1730 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (455) 

<223> n equals a,t,g, or c 



<400> 36 

gggtcgaccc acgcgtccgg aaggatggaa ataggaccct tgagccgatt actccgtgat 60 

ggctcagact gcatgcaaag actaggatgg ggctcttgct ctggctcagt gtcgggcata 120 

cttcccctca gaaggccccc gccaaagagc ttagattttg gcttgggaaa aacattaccc 180 

ctcttcagta accctgaagc tctgtatttg gtatttggga ttcaggtagg tcagctgctc 240 

atgrtgmctg gcccaagtgt gtaagaacaa acagtaatgc cagtcatttt cccactaaga 300 

tgttccagtg ggaagggggg ctggtatgaa aaagagaatt tttttttctc tgtgtaatga 360 

taactttgtt cacgtagtaa gaattcagct cttactattg gtgtgaatag ggggtaaata 420 

ttatttttat ttaaaagcaa aattaaatac cttcntgaac ctcatccatg tttgcaagta 480 

gatgtctact gcggttgcct tttttcctca agagaatatt ttaataaact tgtaagtaat 540 

tttgttacat ttttctgtct gcctgtgtac tatgtattaa aactcacatg ggggctttca 600 

tgataaaaag ataaactgtt aagcagttgg aaactttcag tgttcttcca gtggacacct 660 

gccttggggc aggagcttct ttgtagtcat tattgataga atggggtcac acacattgtg 720 

ctcctgcatt aagggcagct ccaaggtttg gcatgagact atgcatgtgt gtggacacgg 780 

aggtctctca gtgagaaaga gtcctaagac agtgaagtgg aacgargcct taaaaaccat 840 

ctagtcagct gactcccagt ttcaggttct caggcccctt ttggcatttt aggaagccca 900 

cattggacta gagagagact tcagaccaag atatcatgtt tatgttcttt tagctagaat 960 

tgtgttaagg caatgactat ctcctacagc ttagaagttc tgaagtacat ggccaggagc 1020 

ggtggctcam acctgcaatc ccmgcacttt gggaggccga rgcgggtgga tcacccgagc 1080 

tcaggagttt gagaccagcc tgggcaagat ggcgaaaccc tgtctctact aaaaccgtga 1140 

aaaacacatt agccgagcat ggcgatgcac gcctgtaatc ccagctactt gagaggctgg 1200 

ggcacaagaa tcactcgagc ccgggaggca gaggttacag tgagccaaga tggcgccagt 1260 

ggactccagc ctaggcaaca gagcaagact ctgtctcaaa aaaaaaaaaa aaagttctga 1320 

agtacagtta tatatgtatt tgattaatac aaaagtagag aagttaatca ccccttaaaa 1380 

aatgcagttt gggaggccag gcacaatggc ttatgcctgt aatcccagca ctttggaagg 1440 

ccgaggaaag gcggatcact tgagtccagg agtaggagac cagcctgagc aacatggtga 1500 

aaccccatct ctacaaaaaa tacaaaaatt agctgggtct ggtgacgtgt gcctgtggtc 1560 

ccagctactt gggagactga ggtaggaggg tcacgtgggc ccaggagatt gagacttcag 1620 

tgagccatga ttacaccact gcacttcagc ctgggcagca gagtaagacc ctgtctcaaa 1680 

aaaaaaaaaa aagggcggcc gcLcttaaaa gatccaagct ttacgtttcc 1730 



<210> 37 

<211> 1020 

<212> DNA 

<213> Homo sapiens 



<400> 37 

ggtggaaatg aaataaattt gtacatgtaa agcacaagaa catggaaggt gcttactaaa 60 

tgttacttat ctttactttc tctgccttgg tcctctcata cccactcctg attttaggtg 120 

attgggtgga aatggccatt gaacatcata ctctactaac aaagaccatt tgagagttag 180 

attaatctct ttcccgtttc aacaacagga agaagcccca caaatcaagt atttcccttg 240 

ttctatacct tgtcattttg ttgctactcc caccagccaa agagggagga aagtttcttg 300 
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gtataattaa aacgctatag gctgggtcgg gggggctcat gcctgtcatc ccagcacttt 360 

gggaggctaa gacgggagga tcgcttgagg ctaggagttc aagaccaggc tgggcaacat 420 

agtgagaccc atctctacaa aaaaaaaaag atagccaggc atgatggcat ccacctgtag 480 

tcccagctac ttgggaggct gaggcaggag gatcacttga gcccgagggt tticaggctgc 540 

aggaagctat gatcatgcca ctacactcca gcctgggcaa tagagcaaga ctgtccctct 600 

aaaaaccaaa aattgttata gaatatagag ttgaataacc tctctggaat gagaaagctc 660 

tcattttaga tatccattca ttcattcatt caacagtgtg ctggatgcca rgaatttaat 720 

ggtgargaaa acagacatga tctctgcct^ ctgargctca aratcctccc tctattctta 780 

aaaatcaggt ttattgaagt ataattgatg tacagtaaaa wctactgttt ttagtggaaa 840 

cttctgtggg ttttggcaaa tgtgtaacca acacaattaa gatcyagaac atcctgtctc 900 

tcccctccca attttcttgt gctcctttgg agtcaacaac tcccccccaa ccccatggcc 960 

tccatgactt tttcaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aagggcggcc 1020 



<210> 38 
<211> 957 
<212> DNA 

<213> Homo sapiens 



<400> 38 

cccacgcgtc cggagactga gtggct-aaa caaaagacat tcattttctc acagtcctgg 60 

aggccggaag tccaagacca aggcgttcgc agggttggtt tcttctaagg cctctctcct 120 

tggcttggag atggccctgg ttggtcttct gagtgcaggt gtccctggcg tctctttgtg 180 

tgtccagatt ntctcttata aggacactgg tgagautgga cgaggggccc cctgacggcc 240 

tcatcctaat gtcatcacct ctcttatctc catatccatt cacatacggg ccattgcgag 300 

ctaccgggga ttaggggttc aacacacaaa ttgggggtgg gggggtgcag ctcagcccat 360 

aaacatgccc cctccggctc gctctcccag ggcatccatc gtagcactta gaaaaatgat 420 

cacctctttt ctggctttgt ggtggcgtgt gcgcgtgtgt atttgtatat acacacatat 480 

atatataaat acacagacac acatatatac aaacacacgc atccattttc gtccacagtt 540 

cctggctcat aactcccaca gcccttgtta cactcttttg ttacaacatt gggtgtgtca 600 

ggcctcagga gacaatcact ctaacctcct gcccttcctt ttacctgccc aagacaggac 660 

tctaatcct-c cccacctttc tgatggtggg tcataaaact cattccagag acggtcccac 720 

cccatatcct gctagaagga atgctgctgt catgaagctt ccataaaaac caaggggact 780 

ggattcagag agcttccaga taactgaaca tacagaggtt ctagaagggt ggtgcgccca 840 

gggagggcac aggaagcccc atgcccctcc ttcacacccc accctatgca tctcttcatc 900 

tgtatctttt ataatatcct ttataataaa ccagtaaatg taaaaaaaaa aaaaaaa 957 



<210> 39 

<211> 1034 

<212> DNA 

<213> Homo sapiens 



<400> 39 

cccacgcgtc cgttttattt aatttatact taagtttgaa tagccacaca cggcragtgg 60 

ctatcatact ggtcaacatg ggctatctaa ttctgatgta cagtctctgc atcaccattc 120 

cattttccaa agtgggtttc tcccacagca gttgttaaaa caaggattcg gatacaaaga 180 

gattatttaa gaggcgatcc tagacagcag gagagggatt gaggaggtga gatggagaag 240 

gtgaatacta gtaaaagact acaccgatat gccgtaggca cttgaggttt ctgtttgttt 300 

gtttgtttgt ttttttggaa accttcgaga gacttatgga aaacactgta taattgtttc 360 

attgaggagc acggaactga tcatgtttat tcaccaactc tcatgccttt ttggttgaag 420 

gatgctccta ggggcattca cacctgctct gaactccttc ttcatctcca gcctgcctcc 480 

cttatgggcc atttcatgcc actgcaccta gataaagcct tagggccaag agattcaggt 540 

gcttgaggct gggtctatcc ttctgagctg caaacaactt ccagggtgga tcaagggaat 600 

gtggggtcag gatagactat attgcccctc acttacaacc aaccatatta gctcatatta 660 
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gtgttttatc tggaatagga ggagaagcat ttgagactgt tagaaaaaag gttctgctat 720 

ttaaaaaaaa agttttgaaa ctgtagctct aaactacatt cctacctgtt ttcctgacca 780 

cctcaattac taacttgtat cgtgttccat attatttcta gcacagcatg gattctctaa 840 

cattcttgca gtctgggccc tgcaaggtag ctgtaaaaat gctgccctgg gactttctca 900 

gtggagacat aagaagactc aagcatccca gaaagtgttt gtttggttgg cttttattga 960 

tgtatataaa aagattagag acagcaagag aagaaaatca gagagaacct atacttggtt 1020 

aaaaaaaaaa aaaa 1034 



<210> 40 

<211> 1761 

<212> DNA 

<213> Homo sapiens 



<400> 40 

ccacgcgtcc gaagagacct tgggtaataa gcttgccact gagtggctgc tttatgtcct 60 

caagggattg taccatatca agcactcagc attggtgcct gttgctaatg gtcaggcatt 120 

cagtagtggt ggtagctaga tcagccttgg agagagagag cccatcattt caggccatca 180 

cgactaatcc attcatttat gggccctttg caaggatcga gatggctgag gacaggggct 240 

gacaggcatt cattagacca gtcatcctgt ccatatgctt attcagtgct tcttctgcca 300 

cacgtgctct ctggtgggct ctagtgtgag acacaaagat caacacatta tgtgcccatt 360 

cttatagctc cagccacatg cctcttcctc agacatgctt ggtttcaatc ctctagtgtt 420 

gttcccttga ggcccttgac caagcaacca agccattctc caccacccag aagtctgtgt 480 

atattcctac ttttggccgc ttctctccag acacaaagca gatgaccact ggacctgaat 540 

tggcacccag agttattttg ggtgtgtctt tagtgcagca ccagtccatc ttttcagctc 600 

acgccagcat atcatgctag cctaatcctt ataaagccct tttcctgctc cttttctatt 660 

ctgtcaactg tctgtggaga aacccccaag gggccatagg tattacgtct ggaattggtt 720 

ctctccgagg ggttcttggt ctcgctgact tcaagaatga agccatggac cctcgcagtg 780 

agtgttgcag ttcttaaaga tggtgtgtcc ggagttcgtg ttttcagatg ttcagatgtg 840 

tctggaggag tttcttcctt ctggtgggct cgtggtctcg ctgacttcag gagtgaagcc 900 

acagaccttc acagtgagca ttacagctct taaaggtggt gcgtccagag ttgtttgttc 960 

ctcccggtgg gtttgtggtc tcactggctt caggagtgaa gctgcagacc tttgcagtga 1020 

gtgttacagc tcataaaggt agtgtggacc caaagagtga gcagcagcaa gatttattgt 1080 

gaagagtgat agaaaaaagc ttccacagcg tggaagggga cctgagaagg ttgccgccac 1140 

tggctcgggt ggccagcttt tattccctta tttggccccg ccctcatcct cgtgattggt 1200 

ccattttaca gggtgctgat tgccccattt tacagagtgc tgattggtcc gtttttacag 1260 

agtgctgatt ggtgcgttta caaaccttta gttagacaca gagtgctaat tggtgcattt 1320 

ttacagagtg ctgattggtg catttacaaa cctttggcta gacacagagc gcttattggt 1380 

gcatttacaa tcctttagct aggcagaaaa gttctccaag tccccaccca acccagaagt 1440 

ccagctggct tcacttctca atcctccttc taaacaggac accacaagtg ttgttgggaa 1500 

ttggccgatg accgctctag ctatttcctg ctggataggg gcaaagaagg ggccctgcag 1560 

ttgtagtgtc ctccagaggg gaactcttta ggccagtgaa agggccagca ggttggtctg 1620 

gggtcctcag tagaagttgt tagttgagct catttggggt tccatttgta agaccatctg 1680 

tagcttgatg gcctcaattc tagaggaaac aaatttgaca aggagattaa aaatacaggg 1740 

tccaaaggca aaaaaaaaaa a 1761 



<210> 41 

<211> 616 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (610) 
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<223> n equals a,t,g, or c 



<400> 41 

ccacgcgtcc gaaaattagt taggcgtggt ggcacacacc tgtaatccca gctacctcgg 60 

aggctgaggc acaagaatcg cttgagcccg ggaggtgcag gttgcagcga gccaagatca 120 

caccactgca ctccagcctg ggcagcagag tgagaccgtg tcccaaaaaa gagaaggaga 180 

aacagagatc atgtggaaaa agttattttt tatttattta cttagttttc agtttggttt 240 

gagactcgtg ttttaaacca gagggcatgg ttactgaggg ataacatcaa tagaacccct 300 

ataattgagg ggataattat caaggtatta gacgattcac tggctattac aaagaacaca 360 

gaaattatga aacctggttc tgtaacttac agtttttcat attattttta taccatggac 420 

aactcttcta tgtgtattca taggtgtaag attactggca gtgccatatg aaacaacata 480 

ttacattttt taagcctgga aagcanctag tatggctgtg cacgtagtga tgacattgac 540 

tttttttacc taaagaagag ccaccacttc aaataagaaa aaaaaaaaaa aaaaaaaaaa 600 

aaaaaaaaan aaaaaa 616 



<210> 42 
<211> 573 
<212> DNA 

<213> Homo sapiens 



<400> 42 

gctccaaact gttttccata gtggttgtac tgatttagat ttccaccaag agatatgtat 60 

gagagttccc ttttctccac attcttgcca gcatttgtta ttgcccgtct tttggataaa 120 

agccatttga actagggtga gatgacatct tattgtagtt ttgatttgca tttctctgat 180 

gataattatg ttgagcactg atatggtttg gacctgcgtc cccaccaaat ctcatgttga 240 

attgtagctc ccagtgttgg aggtggggtc tgctggaggg tggttggatt tctcatgaat 300 

agtttcatac tgtcctcttg gtgccgttcc tgtgacagtg agttctcatg agatttggtt 360 

atttaaaagc gtacagcacc tccccgctca ctctctcttg ctcccgcttc cgccgtctaa 420 

gatgccttac tccctctrtg ctttccgcca tgattggcag tttcttgagg cctctccaga 480 

agcagaagct gctgtgctrc ctgtacagcc tacaaaactg Laagccaatx aaaactcttt 540 

tctttataaa aaaaaaaaaa aaagggcggc cgc 573 



<210> 43 

<211> 1384 

<212> DNA 

<213> Homo sapiens 



<400> 43 

cccacgcgtc cggaggaatt gctatttaag tggaaagtgc ttgaacagcc aaatgagcac 60 

ctgtcatgtt tattttcact ttgaaaagca gaaacatgac agtatagttt ccactgccta 120 

tccaatatga acttctggca ttcttgttat cttctcagga actgcactgt ttgcttcttg 180 

tgttcaattt ttttttcttt tccagggatg aggatgtatc tctcctcctg aaactctcac 240 

tctaaaatac gcccccaaat actgacattt tcaagcccgt gctcttttac ttgatatctg 300 

atttttttta aatttttact taatagggag aaggtcatga cttatggaat ttactcraag 360 

gatagggatc tgagcaggtt cctgagtact tgaaaggctt tatttacctc ttacaccttc 420 

ttgttacatc caggtttttg ctcatttctc tatcattcgt gtcttgaact ttacctgaaa 480 

tgcatgtctt gagtgcctac taaggtccag gcattgtgct ggcagatttg atatattttt 540 

gtttattcct tattacagga ctattacata gtagactctc attctgacac tcactttttt 600 

tttccagaaa aaaaaattaa tggagattga ttgctaatgg gcacagggct gcttttaagg 660 

ctatgaaaat gctctaaaat tagtttgtgg tgatggctgc acatctctga acgtactaaa 720 

atacattgaa ttatatactt tcttttttct tcgttttgca gcctttgctc aaaggagaat 780 

tagatattta aaatgagtga accgcatggc acatgaacta gatctcaata aaactatttt 840 

aaaaaaagaa actaaagctt agagaagcac aatatcttgt tcaatatgac actacctggt 900 
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aaagcttttg tccaaatttt tctgagacca aagctattct ttcttccact gacgcatgct 
atctccacta attacatagc cacggtatcc tttttcttta aaaatgtagg aaaaaatggc 
tgggtgcggc ggctcacgcc tgcaatccca gcaccttggg aggccaaggc ggacggacct 
cttgaggtca ggagtttgag accagcctgg ccaacatggt gataccccac ctctactaaa 
aaaaaaaaaa aaaaaaaaaa aattagccag gcgtggtggc gtgcacctgt aatcccagct 
actcgggagg ctgaggcatg ataatcactt gaacctggga ggcagaggtt gcagcgagtc 
aagattgcac cactgcactc cagcctgggc aacagagtga gactccgtct caaaaaaaaa 
aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 
aaaa 



960 
1020 
1080 
1140 
1200 
1260 
1320 
1380 
1384 



<210> 44 
<211> 706 
<212> DNA 

<213> Homo sapiens 
<400> 44 

gcccacgcgt ccgtgcagag agactgggtg ctccgagctc cactcaggtg aaagaatttg 60 

cggcaattgt tgacgtgaaa gaagaatctc attacatctt ggatccaaag caagcaccga 120 

tgaagcucac cctaggtact gcaggcagtc tatctcccca agcatcgtac attttgcttg 180 

acttcatatg ggtaaatttt attgatggct ctcattacat ttagttgtgg ggtgatgtca 240 

ccttcgtagc tcattttaag tctttagacc accatcagtc ataattttca aagaagctaa 300 

ttttgtctat taaacggaac agaaacttcc tcactctgaa ttttggataa gtttgtcatt 360 

tagcccatgg tgggggtaag agtcccactt tctaaattgg tgatttctgt cacatgtcta 420 

aggtagaacc agctgcaggc agtggggact tggggactag aacaggcagg gaggtggaga 480 

gctattctgg tgggatgtcc taggggctga tgaaagtgag ccttgacagc agctttgttc 540 

taaaggagct taaagagaaa gcagtggccg ggcgcagtgg ctcacgcctg taatcccagc 600 

actttgggag gccgaggcgg gtggatcacg aggtcaggag atcgagacta tcctggctaa 660 

tgtggtgaaa ccccgtctct actaaaaata caaaaaaaaa aaaaaa 706 



<210> 45 
<211> 419 
<212> DNA 

<213> Homo sapiens 
<400> 45 

ccacgcgtcc ggaagaggag gtctgtgccg ccttcagatg actgttgatt taattgacag 60 
gcagcttttc ttcattgtgt gctttttgct tttgctcaca aaagtgcatt cactattcta 120 
tagtacgttg aaactttcaa acggaaacgg cttttcatta acaaaggaag cattttcttc 180 
cccccttcca cgccttagct tcctccgcta agtcttggct ccttcagcag ctgtacctcc 240 
accagaaacg acaaaaggtg caactgtgct aggagacggc gatgaagata tgccagtgga 300 
gttttgtgtg tgggctgctg gggactgttt tccttctgtg tutggttttg ttttattttt 360 
gttattccag aaagttgaga gcacatctaa aaaccaaaaa aaaaaaaaaa aaaaaaaaa 419 



<210> 46 
<211> 1025 
<212> DNA 

<213> Homo sapiens 



<400> 46 



gccaagcttc aaacacagat ctcctgactc cattcatatg accctataaa ctgtctcaaa 
acaaaaagac aaattaatat aaatatttat tgaatatgtc tctgtagaga aagcataata 
agcataaagg gcaatgcgct aacctttacc acaagcaacc ctactggaat gtgtcaactt 



60 
120 
180 
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atcagaatga atcaggccag aatatcaagt ataaatgaag cctgtagtta actgaaagtt 240 

gcatatcaat caggcactcc agtttctctc cccaaactct gaacattcaa tgaataagac 300 

aaagaaatgg ctaatttgat tttacctttc atttttttga cctaattcta aggtgactac 360 

tcacccctca agatttaact aatgttgcct tatttttatc cctctgggga gacagaagag 420 

atgaccggga aacacacgtt tgaagtttgt aagttcngct gctttcaacc ccacagatgt 480 

ctcttactgc ccacttggss cctkgtgatt aagcaactag atttggagcc agtcaggctt 540 

ttgtttagac attttaactt tttcttgctt tccttgcaaa cccctcagcc ttcagactgg 600 

ttggaaagta aatgtacaat cttacacaaa ctttcaggca atagcatttc agctttttcc 660 

ccargatttt ttgcttggga ggagacagat tagactggac tcggagtctu gattttgcaa 720 

aggtaacaaa agacatgttt ctttataaga cttttcatca taagtttatt ttattcaaca 780 

gaagcaaaat cxaatataat ggaaaaaaca aagatctgtg ataaatctga tctgtgtkga 840 

taaacacaat tagaaagatt taaagattaa gtattgaaac aaactaccaa aatattttaa 900 

tactgatttg taaaaatttc agcacatttt tcttctctgc ttaattctac tgggtcctgt 960 

ttttcatcaa aacattctat catgttagta tacaatagcc aaaaaaaaaa aaaaagggcg 1020 

gccgc 10 25 



<210> 47 
<211> 783 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (14) 

<223> n equals a,t,g, or c 



<400> 47 

gactcactat aggnaaactg gcacgctgca ggtaccggtc cggaattccc gggtcgaacc 60 

accgtccgcg gacgcgtggg ttctaagttg tcgccttgcc tctgtgctct tgaagttttg 120 

agccctttgc atttggcagt gtccaggcat tcaggcctgg agcccgtgta gtgccagtgc 180 

ctccctccac gctcttggcc tggttgacct cacctaaacc ctccaaaaag cagatggtca 240 

gactctcttc ccttcaaact cttctctgcc ctgactcaca cctgggccat ttcacccagt 300 

gagactgagg gaggagcgag ggagtccatg tttccccccc atgacgccgg gacaggaagc 360 

tagactcagt ctcttccaca tggccaggaa ggggagcacc tgactgccca tcttggtttt 420 

gggagagaga aaaaccagtg ctcagtctgg gaaatgaggt tttgggggat tgtgacaaaa 480 

tagaggacag gactctgcag gtcaaggaca gaggtgcatc ctgagggcgc actgcagtca 540 

gggccaagtg gctcactctc tgcagcttca gcagcacctt ggatatagtt gctgctccgt 600 

aaacgngttg attgacagag gtgcaggtaa aaacctcaga acagttgggc ttaaggatgc 660 

tacaaaaaaa gctctgggat gggatttaat tttttttttt tttaactgtt gctatcagcc 720 

tggccaacac ggcgaaatcc catctccact aaaaatacaa aaaaaaaaaa aaagggcggc 780 

cgc 783 



<210> 48 

<211> 909 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (909) 

<223> n equals a,t,g, or c 



<400> 48 
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ggctggggtt tgccattttg tgtctttctt agtgttcttc caaattaaat tttcaagatc 60 

aaatatggga ctcattgtcc tgtttatgga gctttttttc ttttggttga ctattctttt 120 

gtttcctaca gtcttcaaca actgttagtg cttacaatgg atacaccatg catcttaatt 180 

gataggatgg atatgataat accttttttg gtccaaggtc ccgctcatta aaaaaaatag 240 

tttataaagc tgaaaagttt ttatttctac tttttgtaaa atgattttca tgataggatt 300 

ttatataaag gggaagggtt ttttgtatca tttttataac acttttgaaa cgagtactta 360 

ttctctttca tcatctattt tagactcaca gttttatgag taacgcagta aaggtcatgt 420 

ggcacattag taaaatatgt tctgaacaca gaaactactc tcctcatcac aaattaaatt 480 

ttatgttaag tttgaagagc actggccngg ggtatacttt gctgtgaaaa gatcattctg 540 

gtcacttaaa ttacaacaga aatatttgtg ttaagaaaat taagtaaaaa ttaggctggg 600 

cacagtggct cgcacctgta attccaggac ttcgggaggc ctaggcaggt ggatcacctg 660 

aggtcaggag ttcgagaccg gcccgaccaa cacggtgaaa ccccgtctgt actaaaaata 720 

caaaaattat ccaggcgtag tggcaggagc ctgtaatccc agccccctgg gaggctgagg 780 

caggagaatc gcttgaaccc gggaggcgga ggttgcagtg agccgagact gtgccactgt 840 

accccagcct gggtgacaag agtgaaactc tgtctcaaaa aaaaaaaaaa aaaaaaaaag 900 

ggcggccgn 909 



<210> 49 

<211> 766 

<212> DNA 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (758) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (759) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (760) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (761) 

<223> n equals a,t,g, or c 
<220> 

<221> SITE 
<222> (762) 

<223> n equals a,t,g, or c 
<400> 49 

ccacgcgtcc ggtctcagca acaagagcaa aactccatct caaaaaaaaa agaaaaaaga 60 
tggcttgccc tggcattggc gtttgtcctc cttgtacaca caaaagcatc atgccttgta 120 
cactgttcgt ttttgtttcg ttcactgcct tcacggtaaa gatgaactaa gagccactga 180 
gaaggctgtt tatgggaacc agaaggttgt ttgcttccct taagttcgct cttcctggca 240 
cctggtgccc ttgcagccca tggggaatgt gacggtcacg ttttctcgtc tctcctgcct 300 
catcccatca gccagttcac cgctgtgcct gaactcctgt acagggcgtc tggtgcacgt 360 
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ccacataaca aaaagatggt actgatcatt gagtttatct ccaaaaattt ttttcaattt 420 

gattgtagaa aatacatttt taggcggggc atgatggctc atacctgtaa tcccggcatt 480 

tggggggccg aggcgggcgg atcacctgag gtcaggagtt ccttacagcc tggccggcgt 540 

ggtgaagccc cgtctctgct aaagatacag agacxagcca agcgtggtgg catacgcctg 600 

taattccagc tactcgggag gctgaggcag gagaatcgct tgggcctggg aggcggaggt 660 

tgcagtgagc agagactgca tcatcgcact gcagcctggg cgataagagt gaaactccgt 720 

ctctaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaannn nnaaaa 766 



<210> 50 
<2U> 712 
<212> DNA 

<213> Homo sapiens 



<400> 50 

ccacgcgtcc gggcctccac cacaagaaat tggctccaaa cctattccca ttacatcatc 60 

acccactaat gtcattacac cagaatgaaa tctgccttga ggcttgtatt gttgtcttcc 120 

tcccacttct ttcccctcat catttccttt agaaggaaaa gggaaggaaa aaaaaagaaa 180 

aaaatcagag acctgtaaac atttaagagt gaattggaca tccccacagg ctaaacctag 240 

agttgtcagc tttcattcca ttctgctgtg atagagtgct ctgcccagta tgtatccaca 300 

tggagcctgg aaagtaacaa gcctggccat gtgacaactg gctttggcgc tttgctttca 360 

gcccctcaga attagttcct aatggctcac atagctccct gccagcatcc cgtcactggc 420 

acgttaaacc ttttcaaaca attccccaga atagagattc ttaggagagc actaaatttc 480 

tccattcttt gtgtttaatt aaactgttct tgcattttaa cacttgccag ataagcgctt 540 

aagacattac gatacaggtt gagtatcctt aatctgaaaa tccgaaaccc gaaacttttt 600 

gaccctgaca tgacgctcaa aggaaacgct cattttcgat tttggatttc agatttggga 660 

tgctcaacca gcaagtataa tggcaaactt attccaaaaa aaaaaaaaaa aa 712 



<210> 51 
<211> 680 
<212> DNA 

<213> Homo sapiens 



<400> 51 

cctactttgc cagtacgatc tgttcctctc tctctctcgc tccaaaagac taatctgcac 60 

actctgttac agcacttgtc taattgtgct gtagcgttta tttacatgtt tgtttctcct 120 

ctagccagtg agcacctcxc aagcagaatt atcttccttg tttctctggc accctaaata 180 

tttgttgaat taatagtccc tcccttcttt tgtaattttg ctttctgtaa tagaagctta 240 

attttaagta tagttatatc agtaatcaaa atgaatcaca cactigagaaa tcaatgtgga 300 

tgccctttaa gggttctgct atttttttta ttgccattga gtaaaacaag atactctgtg 360 

ataaagtata ttagcattaa agtgttcaaa tctgatcttt attagtaggc ctcaagtgaa 420 

tccttgctga catttaaggt ttatgacatt tccttcacgt ccgttcttga ctggaaggca 480 

taaatggctg acagtaaaga gcaattaata attttccaag taaaacattt tcagggacat 540 

ctgcctttat tgctccccag atgagagtac agcctgtttc ttatgtgttc caaagatgat 600 

ttccctatca gctttttggt cagttaacca aaaaaaaaaa aaaaaaaaaa agaaaagaaa 660 

aaaaaaaaaa aagggcggcc 680 



<210> 52 

<211> 1004 

<212> DNA 

<213> Homo sapiens 



<400> 52 
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ccacgcgtcc gcccacgcgt ccgcagtgtt gtacagcaga tctctagagc ttattcatca 60 

gttaaggaag ataagctcag gaaaatgtat ttttaatgtg aaacgtcaaa aggacttagg 120 

aaagaaagtc atgttttctt cttgctgtcc agtaatctag tcattaccaa acaatgttat 180 

caatgcataa catataaaca tttcataatt cattttcatt tctagaggaa actagtgagt 240 

aaaaacaata tcttcaggta gcagtgaaag gaagcagaga tcatggccgt tcggatttga 300 

gtgaatccct tcaacacaaa ccaatgattc tatagacaca tataggtttt tgtcagggtt 360 

ccttagcttt tgcatctcaa aatctatttt tgcta&ggaa ctgtataata gctcatctgt 420 

cttaccctcc ttgtctcaga gcccaggctt ccgtgccttt tccaatctga aaagcctcct 480 

ccttgtctct gtccttttga gcctcatgta actttttaaa ggcccacttt aaactccacc 540 

actctataaa aagcttctcc aactattcta cctttcaatg gctctcagtt tcctccataa 600 

tactttggac cttttagctg atcctgactc tcttgcacta cagtgtaaag gttctgtatt 660 

tatgggctgc atactggcat gatgcttctc agttatgcat gatatcatag tcgctttttc 720 

aggacaaaac tgcgtcacag tgttacagca aaatctataa cacagtgtcg gcatgtaaat 780 

tcagctcagt gaatgcttat taaacattaa cgtaatcctt gttgctttct ttattcaacc 840 

ctacagtgaa attttctggg tgcttggagt aactaaaata tatttgcaga tatttaattt 900 

caacttttac acattaaaca agtagaaaac catgtcttca aaaacatatt ctttaaaagt 960 

gattgtttag ggcaaaaaaa aaaaaaaaaa aaaaaaaaaa aaaa ioo4 



<210> 53 
<211> 1305 
<212> DNA 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (329) 

<223> n equals a,t,g, or c 
<400> 53 

gcggaacgst ggtgtgggtt tttaaaaaac aaaacaagat acatgctgac atttctggtt 60 

tggcaggcag agcttgttct gccccccacc ctcccttttc ccatagtaac catttatagg 120 

acatctcact gttgtctact ctgtgttgcc tctgcttccc tgcctggtag atctaggaac 180 

cttaggattc cttagtttta gccggtgatc cgtatctttr tcttaattcc attgtaactt 240 

cagcttttct tattgcttgt aggaaggcng tctccatcga atacaaacaa aataaaagcr 300 

tttattctta atcttagaga taggatgtnt gtacttaaaa acaactgtgc tgtcaaaatt: 360 

ctgtcaagtt ggcttttacc acattagctc tttttaatgt ggtttatatg accotgragt: 420 

accttgtctt ctcactgtta aattctcaac tgagttgtcc ctatttaaag tgtgagactg 480 

tgccagtttg attttaaaat attgcaagtg cgctatggca agataaaact gcaaagaaag 540 

aaccttcatg tccctttgat tataaatgct tttggcactt gtttctactt tttcctaatg 600 

ttttttgagg aaagaacctc caactctcca gacaggtctg ggggcaaatg actaaaacat 660 

gaactgaggc cctgggctgt ctctgtgagg atatcccctc tattctctct gaaatgtccc 720 

agcatgtggt gcatttcttg ttagtgtgga ctcctctgta tacaacacat cttacttatc 780 

ttctgtgcat aacatgaagt agtgccctaa tgcaattcca ggatgtaatc cagcatttct 840 

ataaaaatac agtgtttttc tacacttgca tcaaaaaata accagataat tatatttatt 900 

aagaaaatag catttttggc tgggtgtggc ggctcacgca atcccagcac tttgggaggc 960 

cgaggcaggc agatcacttg aggtcaggag tgaggcaggc agatcacctg agatcaggag 1020 

ttcgagacca gyctggccaa catggtgaaa ccccatctct actaaaaatg caaaattagc 1080 

ctggcgtagt ggtgcatgcc cgtaatccca gccactcagg agactgaggc aggagaatca 1140 

cttgaacttg ggaaggggag attgcagcga gctgagattg tgccactgca ctccagccta 1200 

ggcaacagag tgagactctg tttcaaaaaa aaaaaaaaag ggcggccgct ctagaggatc 1260 

caagcttacc gtacgccgtg catgcgacgt catagctctt ctata 1305 



<210> 54 
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<211> 813 
<212> DNA 
<213> Homo sapiens 

<400> 54 

gaagaaaacg tgaccgcaaa tatctgtagg atacaggaac cagagagtag atggaacatg 60 

actagtaaga gacttaaatc caggggacct caggaggtaa tacaaaagaa ttttgtatta 120 

cggaattgtt tacctagaat ttgaacxcgg gagagaatcc ctgtgtagga gtatatttct 180 

gcaaagaaag tgcttaaaga aatggttctt ccttcaatct gcttctttga tttgcatcag 240 

attagggaag gggaagctat ttgttggact tttcattttg gcaaaatctg aatgagtatt 300 

gagaatggct cttgagacag tagtgcactt tatattgctt tccctactgg tttttatgta 360 

tgatctanta ataggcaaaa atctcactac ggtgagccta acgacaaatc agtttgtttt 420 

aaacacattt tatcaaaata cattcagttt aaaaagtaaa tctccaaact accagctgaa 480 

tacaactgtc cagattcttg caaggaaaac caaatgctag agaaggccag gcgcgatggc 540 

tcactcctgt ggtcctagta ttttgggagg ccgaggcggg tggaccagtt tagctcagga 600 

gttcgagatc agctcaggca gcatggtggg accctgtctc tacagaaaat acaaaaatta 660 

gccggagggg aggcatgtgc ccgtagtccc agctactcgg gaggctacag cagggggatc 720 

gcatgggcct gggaggcgga ggttgtagcc agccaagacg acaccattgc attccagcct 780 

gggtgacagg agtgaaaccc tgrctcaaaa aaa 81 3 



<210> 55 

<211> 1694 

<212> DNA 

<213> Homo sapiens 

<400> 55 

ccacgcgtcc gaagtaattt ggaaaatttt aacatcccta gtgacttaag atttgattaa 60 

tagccttgtt ggtagtattt tatatattcc taaatactac tgtaaaatac tccctcaata 120 

aatcctgcat gcctttaaaa gtccctctca aaataatctg tttattcggc aggtaattgc 180 

caatgtgttt tttggtggga atctttcatc ggttttccac attgttgtaa cagtgatggt 240 

catcactgta gccacgcttg tgtcattgct gattgatgcc tcgggatagt tctagaactc 300 

aatgcgagta cgtgcaaaga tttacccctt cactctaaaa ttctctttaa aagataatga 360 

ttacatttaa cataagatgt actttcctta acaaaagtgt cacttttgaa gtgggaatca 420 

aaatatgttt gtaatagtaa atatttcaat gatgactctg cgcactctgt gggactatat 480 

agttttaaag tagtggttgt ttagagacat atggggtcgt cacaactggg taggcagtgc 540 

tgttggcccc tagtggataa ggccagggac atacatccca caatgtgcag gtctcccaca 600 

caaaaaatta tctgatccaa aatgtcaatt gtgctgaggt tgagaaaccc tggttcagag 660 

tactttgcat atctcattta ctataacaca taaacgttac taaaaatagc cataaattaa 720 

gtggatttgg actttgctga ataataatat tctagtgaaa tttatgagaa atatgaaagg 780 

attcaagtta tatccattca cttgctatga caaaatttcc ttttctctaa atatttttct 840 

ttctccagat ctttctttta tagtctgcac tgccatcaac caaatagaag tcctcataat 900 

atcacagttg aattaatccc agctctgttt caactatcat gtatttaagt tctgctttca 960 

gtttatcggc attttcctac cagagcaagt ataaattccg ttgcttctac cttcttgtct 1020 

tctgtgtaaa actatttccc atttacttcc caaaatttat gctcagctcc agtcaaccta 1080 

attttttggc ctgtgaataa gccatatcaa ttctttccat tattctttgc cctatctgcc 1140 

ttttatttcc gataatgact atttttcttt catttctgtc caaattttac aaaaacttta 1200 

agatccagtg caacttctaa ttcctttatt cacactcact gatcatatat ttattgagta 1260 

attactatgt gccacacaat agaatataag gacgaatgca ataagaaagg acctgtgcat 1320 

tctcacaaat aaacataaaa gttcaactgc aatataggcg atgaagacag aggaggccag 1380 

gaacggtggc tcacgctgtg atctcagcat tttcggaggc caaggtggat ggattgcttg 1440 

agcccaggag ttggagacca gcctgggcaa cgcggtgaga ccccgcctct acaaaaaatt 1500 

agccgggttt ggtggcatgt gcctgtggtc ccggctactt gagaggctga ggtgagagga 1560 

ttgcttgagc ccgggaggta gaggtttcag tgagctagat gcaccactgc actccacctg 1620 

ggcaacagag tgagacccgg tctcaaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaaaaa 1680 
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aaaaaaaaaa aaaa 



<210> 56 

<2li> 865 

<212> DNA 

<213> Homo sapiens 



1694 



<400> 56 

ggcacgaggt gaggtgtgcc ttttaccttc tgccatgatt gtgaagcctc cccaccacat 
ggaacggtga cagattgact gggatcccct cgcacatcct caacagctcc ccatcagacc 
ggcagattaa ccagctggcc cagaggctgg gccctgagcg ggagcccatg gtgctgcctc 
tgggactgtc ccagacggat atctaccgct gtaaggccaa ccacccccac aacgtgcagt 
cgcaggtggt ggaggccttc atccgttggc ggcagcgctt cgggaagcag gccaccttcc 
agagcctgca caacgggctg cgggctgtgg aggtggaccc ctcgctgccc ctgcacatgt 
tggagtgatg gtgcctccag caaccgctgg ggagtgtgtc cctgagtcat gtgggctgaa 
tcctgacttc cactcagagc aggtggtttt ttgtgcaggt ttgtttttta tttttgatga 
tcttcagacg gaaggagaaa acagggtttc cactagacat tacttgaaag gccagattac 
tcagcagacc tcccatgttg gctcaacaac tctttgtttt taattgcttg aagattgcac 
tgttgtaatc gttcagtttt taaatgtgta acggcatttt aataoactaa taaatcacag 
tggttcaaaa tatatatcca tatacatata tatccatata catatctcat gtcatcacat 
tacaggcagg tgtctcatat gttaaacatt tacccgaatg ttgtctgagg actgaactgt 
ggactttacc attcataatg ataaaataat aaaatgcgaa ttactattta taatgcgcct 
cactcatgag aaaaaaaaaa aaaaa 



<210> 57 

<211> 337 

<212> DNA 

<213> Homo sapiens 

<400> 57 

ggcacgagcc agctttaaaa atataaatat aattcttttc attttagatg gaaatcatct 
atgtcacatt actcataaat gtcgtggtgg tgcacgcctg taatLcttoo agatctctca 
ggcagacgtc acccaagtat tctacataac atgattccca tctaaaatga aaagaattat 
atttatattt tcaaagctgg tatactgctt ttgcaagtta tttttttttt aaagcaaagg 
tattttaaag gacaagtaac aagggacaga gtaaccatta aattaattat cttcttttaa 
agtgcaaaaa aaaaaaaaaa aaaaaaaaaa aaaaaaa 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
865 



60 
120 
180 
240 
300 
337 



<210> 58 

<211> 1777 

<212> DNA 

<213> Homo sapiens 

<400> 58 



60 
120 
180 
240 



ggcacgagac tccatggatt ttgatgacac gtggcaccct gccacccacc cttccggggc 
tgtccttcct gtccccacag ctttagcaga agccctgcca aggagtccaa agttttctgg 
ccttgacctg ctgctggctt tcaatgttgg tattgaagtg caaggccgat tactgcattt 
cgccaaggag gccaatgaca tgccaaagag attccatccc ccttccgtgg taggaacgtt 
ITatllT gCt9CtgCat aggacttagc tcgacaaagt gccgagaagc 300 

ff " gtttccc Wtggggc acccacggcc aatgccgcca cccagaccaa 360 
lilt I attggcaat ^ ctgccaagca tgggacagaa gctgcatttt tggcaatgtt 420 
IJltlt?* 9gaaaCaagc Wtctcgga cttggaggca ggatttgggg ccctttatgc 480 
caactattcc ccaaaagtcc ttccaagcac agcttcctac agttggctgc tggaccagca 



540 
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ggacgtggcc tttaagcgtt ttcctgcaca tttatctacc cactgggtgg cagacgcagc 600 

tgcatctgtg agaaagcacc ttgtaccaga gagagccctg cttccaactg actacattaa 660 

gagaattgtg ctcaggatac caaatgtcca gtatgtaaac aggccctttc cagtttcgga 720 

gcatgaagcc cgtcattcat tccagtatgt ggcctgtgcc atgctgcttg atggtggcat 780 

cactgtcccc tcattccatg aatgccagat caacaggcca caggtgagag agctgctcag 840 

taaggtggag ctggagtacc ctccggacaa cttgccaagc ttcaacatac tgtactgtga 900 

aataagtgtc accctcaagg acggagccac cttcacagat cgctctgaca ccttctatgg 960 

gcactggaga aaaccactga gccaggagga cctagaggaa aagttcagag ccaatgcctc 1020 

caagatgctg tcctgggaca cagtggaaag ccttataaag acagtcaaaa atctagaaga 1080 

ctagaagact gttctgtgtt aactacactt ctcaaaggac ctctccacca gaggtagctt 1140 

caaactctcc agcatgtaat aattctatca caaatctctc ctgaggctta ccaacatcta 1200 

aatgactttg catttgggga gattcaatga tttggtttgt aaagcaaggg tctgctgctt 1260 

ggttttccca ggaaaaatga acaaagatgg agagagtcca gaaacagaac tacatatatc 1320 

tggaaggagc cttctcctga aaattttgca ggacagttcc acttacctaa atcagatgaa 1380 

acacacacac aaaaatgagt ttgtaagcat tcacaagggt gaaattcaac tcacctgtga 1440 

tttacttata aaattaatct cttcatagga attatgtgtg gacttcatga gcctcaaggt 1500 

tttagaggga tgtgaacctg catgtatatt ttctgacagt ggagagggct ctggtgcatz 1560 

gtgtcaccaa cagatcccct agaccatggc ttattaccaa gccccccaca gtgcaagggg 1620 

tgctactggg gaatgggcgg gtttaaatcc tgcctctgcc attcactaga tgtagccccg 1680 

agcatgttac cattagcccc ccgcctcagc ctccctattt gtcaagccga agcaaaaagc 1740 

agtctggaaa aatcgcaaaa aaaaaaaaaa aaaaaaa 1777 



<210> 59 

<211> 51 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (51) 

<223> Xaa equals stop translation 
<400> 59 

Met Trp Asn lie Phe Ser Tyr Val Cys Trp Leu Leu Val Cys Leu Leu 
15 10 15 

Leu Arg Ser Val Cys Ser Cys Leu Leu Pro Ser Phe Lys Trp Asp Leu 
20 25 30 

Phe Phe Ala Cys Ser Leu Val His Thr Phe Phe Phe Phe lie Asp Ser 
35 40 45 

Gly Cys Xaa 
50 



<210> 60 

<211> 21 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (21) 
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<223> Xaa equals scop translation 
<400> 60 

Ser Gly Glu Gly Ala Trp Val Pro Gly Ala Ser Leu Ala Leu His Gin 
15 10 15 

Asp Pro Val Glu Xaa 
20 



<210> 61 
<211> 58 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (58) 

<223> Xaa equals stop translation 
<400> 61 

Met Trp Leu Leu Lys Pro Ser Ala His Ser Pro Val His Val Leu Val 
15 10 15 

Leu Leu Phe Pro Arg Gly Trp Ser Gin Pro Gly Thr His Lys Arg Gin 
20 25 30 • 

He Leu Val Asn Ala Ala Ser Leu Pro Gly Gly Cys Leu Leu Pro Trp 
35 40 45 

He Trp Ser Gly Ala Ala Leu Arg Phe Xaa 
50 55 



<210> 62 

<211> 12 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (12) 

<223> Xaa equals stop translation 
<400> 62 

Met Val Leu Phe Leu Leu Arg Phe Leu Phe Leu Xaa 
15 10 



<210> 63 

<211> 16 

<212> PRT 

<213> Homo sapiens 



<220> 
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<221> SITE 
<222> (16) 

<223> Xaa equals stop translation 
<400> 63 

Met Glu Thr His Arg Gin Gin Leu Arg Lys Met Val Cys Gin Gin Xaa 
15 10 15 



<210> 64 

<211> 37 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (37) 

<223> Xaa equals stop translation 
<400> 64 

Met Leu Ser Asp Trp Leu lie He Val Leu Gin Cys Tyr Val Gin Val 
15 10 15 

Thr Leu He Leu Leu He Val Val Pro Arg Cys Lys Ser Ser Asp Ala 
20 25 30 

Asp He Leu Leu Xaa 
35 



<210> 65 

<211> 39 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (39) 

<223> Xaa equals stop translation 
<400> 65 

Met He Ser Cys Leu Asn He Leu Arg Val Leu Tyr Leu Leu Trp Gly 
1 5 10 15 

Leu Leu Ala Leu Ser Ala Leu Thr Gin He He Gly Tyr He Thr Trp 
20 25 30 

Leu Met Phe Leu Tyr Thr Xaa 
35 



<210> 66 
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<211> 59 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (59) 

<223> Xaa equals stop translation 
<400> 66 

Met Leu Arg Gin Glu lie Cys Leu lie Arg Thr Gly Ser Ser Val Leu 
15 10 15 

Ser Val Thr Leu Val Ala Leu Leu Leu Gin Val He Thr Leu Val Met 
20 25 30 

Tyr Met Thr Leu Arg Ser Lys Arg Gly Leu Leu Thr Met Thr Trp Arg 
35 40 45 

Tyr Gin Lys Ser Lys Arg Leu Pro Cys Lys Xaa 
50 55 



<210> 67 

<211> 94 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (94) 

<223> Xaa equals stop translation 
<400> 67 

Met Trp He Arg Val Gly Phe Leu Val Phe Lys Thr Pro Gly Leu Arg 
15 10 15 

Thr Pro Ala Ala Gly Glu Arg He Tyr Asn He Ser Gly Asn Gly Ser 
20 25 30 

Pro Leu Ala Asp Ser Lys Glu He Phe Leu Thr Val Pro Val Gly Gly 
35 40 45 

Gly Glu Ser Leu Arg Leu Leu Ala Ser Asp Leu Gin Arg His Ser He 
50 55 60 

Ala Gin Leu Asp Pro Glu Ala Leu Gly Asn He Lys Lys Leu Ser Asn 
65 70 75 80 

Arg Leu Ala Gin He Cys Ser Ser lie Arg Thr His Lys Xaa 
85 90 



<210> 68 
<211> 24 
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<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (24) 

<223> Xaa equals stop translation 
<400> 68 

Met Leu Leu Leu Gin Ser Leu Phe Phe Ser His Glu Leu Gly Val Gly 
15 10 15 

Trp Gly Arg Glu Arg Glu Gly Xaa 
20 



<210> 69 

<211> 22 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (22) 

<223> Xaa equals stop translation 



lie Leu Val Phe Cys Xaa 
20 



<210> 70 

<211> 34 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (34) 

<223> Xaa equals stop translation 
<400> 70 

Met Ser Asp Arg Trp Ser Pro Phe He Pro Phe Leu Leu Leu Ala Pro 
15 10 15 

Val Ser Ser Gly Ser Gly His Leu Thr Phe Ser Cys Pro Ala Gly Ser 



<400> 69 
Met Pro Cys 
1 



Phe Ser Leu Leu Ser Leu Pro Leu Trp Asp Pro Leu Val 
5 10 15 



20 



25 



30 



Ala Xaa 
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<210> 71 

<211> 53 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 

<222> (53) 

<223> Xaa equals stop translation 

<400> 71 

Met Ala Met Ala Met Ala Arg He Thr Pro Pro Thr Met Gly Met Val 
1 5 10 15 

Trp Pro Leu His Thr Leu Gly Lys Cys Leu Ala Leu Thr Gin Met Gin 
20 25 30 

Thr Leu Val Pro Arg Val Ala Pro Val Pro He Pro Phe Tyr Pro Glu 
35 40 45 

Leu Thr Ser Ala Xaa 
50 



<210> 72 

<211> 36 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (36) 

<223> Xaa equals stop translation 
<400> 72 

Met Leu Ser He Met Leu Cys Phe Leu Trp Asn Met He He Leu Leu 
1 5 10 15 

Val Ala Ser Ser Ala Tyr Ser Gly Cys Asp Leu Ala Leu Pro Gly Thr 
20 25 30 

Ser Ala Leu Xaa 
35 



<210> 73 

<211> 32 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (32) 

<223> Xaa equals stop translation 
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<400> 73 

Met Tyr Asn Leu Ser Ser Leu Phe 
1 5 

Val Thr Pro Ser Gin Thr Leu Lys 
20 



Met lie Ser Phe Leu Val Cys His 
10 15 

Gly Pro Pro Leu Ser Trp Ser Xaa 
25 30 



<210> 74 

<211> 42 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (42) 

<223> Xaa equals stop translation 
<400> 74 

Met Tyr Met Lys Met Met Phe Met Leu Phe lie lie Leu Pro Phe He 
1 5 10 15 

He Ser Phe Phe He Val Leu He Ala Met Ser Phe Ser Ser Leu He 
20 25 30 

Phe Phe Pro Gin Cys Leu He £ys His Xaa 
35 - 40 



<210> 75 

<211> 25 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (25) 

<223> Xaa equals stop translation 
<400> 75 

Met Ala Ala Ser Ala Leu Leu Leu Cys Val Val Thr Leu He Leu Phe 
1 5 10 15 

Leu Val Leu His Tyr lie Val Ser Xaa 
20 25 



<210> 76 

<211> 9 

<212> PRT 

<213> Homo sapiens 
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<220> 

<221> SITE 
<222> (9) 

<223> Xaa equals stop translation 
<400> 76 

Met Ser Asn Val Gin Leu Gin Arg Xaa 
1 5 



<210> 77 

<211> 25 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (25) 

<223> Xaa equals stop translation 
<400> 77 

Ser Phe Phe Val Phe Leu Gly Asp Leu Tyr Phe Phe Phe Gly Glu Met 
15 10 15 

Ser He Pro He Leu Ala His Phe Xaa 
20 25 



<210> 78 

<211> 66 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (66) 

<223> Xaa equals stop translation 
<400> 78 

Gly Ser Phe Pro Ser Pro Lys His Arg Gin Arg Gly Gly Glu Gin Phe 
15 10 15 

Leu Val Leu Phe Leu Phe Leu Lys Trp Cys Leu Tyr Leu Gin Pro Pro 
20 25 30 

Gly Gly Leu Pro Trp Pro His Phe Ser Ala Pro Pro Arg His Arg His 
35 40 45 

Pro Ser Thr Leu Leu His Val Thr Arg Lys Met Pro Phe Ala Glu Cys 
50 55 60 



Thr Xaa 
65 
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<210> 79 

<211> 91 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (91) 

<223> Xaa equals stop translation 
<400> 79 

Met Cys Pro Val Ser Gin Phe Pro Gly Ser Ser Ser Val Cys Cys Pro 
15 10 15 

Phe Ser Ser Ser Gly Ser He Val Arg Glu Pro Arg Met Glu Ala Lys 
20 25 30 

Cys Thr Gly His Trp Leu Phe Phe Gin Cys Pro Ser Aso Ser Pro Cys 
35 40 45 

Pro Gly Gly Leu Val Pro Ser Leu Ser Val Trp Cys Leu Phe Tyr Lys 
50 55 60 

Leu Val Met Thr Ser Gly Asn Gly Pro Gly Phe Gin He Ala He Pro 
65 70 75 80 

Gly Asp He Leu He Leu Trp Phe Lys Pro Xaa 
85 90 



<210> 80 

<211> 7 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITS 
<222> (7) 

<223> Xaa equals stop translation 
<400> 80 

Met Phe Leu Arg Glu Gin Xaa 
1 5 



<210> 81 

<211> 34 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (34) 

<223> Xaa equals stop translation 
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<400> 81 

Met Tyr Tyr Phe lie Phe Leu Phe Phe Ser Tyx Val Leu Cys Phe Arg 
15 10 15 

lie Phe Leu Glu Ala Ser Ser Lys Ser Cys Phe Val Gly Asn Lys Gin 
20 25 30 

Ser Xaa 



<210> 82 

<211> 33 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (33) 

<223> Xaa equals stop translation 
<400> 82 

Thr Ser Cys Cys He He He Phe Leu Cys Ala Glu Gin Leu Lys Thr 
15 10 15 

Gin Pro Gin Tyr Ala Asn Cys Phe Asn Ala He Leu Arg Gin Leu He 
20 25 30 

Xaa 



<210> 83 
<211> 11 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (11) 

<223> Xaa equals stop translation 
<400> 83 

Met Leu Leu Tyr Leu Thr Val Gly Tyr Trp Xaa 
1 5 10 



<210> 84 
<211> 35 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (35) 
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<223> Xaa equals stop translation 
<400> 84 

Met Gly Leu Leu Leu Trp Leu Ser Val Gly His Thr Ser Pro Gin Lys 
15 10 15 

Ala Pro Ala Lys Glu Leu Arg Phe Trp Leu Gly Lys Asn lie Thr Pro 
20 25 30 

Leu Gin Xaa 
35 



<210> 85 
<211> 38 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (38) 

<223> Xaa equals stop translation 
<400> 85 

Met Leu Leu lie Phe Thr Phe Ser Ala Leu Val Leu Ser Tyr Pro Leu 
15 10 15 

Leu He Leu Gly Asp Trp Val Glu Met Ala He Glu His His Thr Leu 
20 25 30 

Leu Thr Lys Thr He Xaa 
35 



<210> 86 
<211> 31 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (31) 

<223> Xaa equals stop translation 
<400> 86 

Met Ala Leu Val Gly Leu Leu Ser Ala Gly Val Pro Gly Val Ser- Leu 
15 10 15 

Cys Val Gin He Phe Ser Tyr Lys Asp Thr Gly Glu He Gly Xaa 
20 25 30 



<210> 87 
<211> 3 
<212> PRT 
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<213> Homo sapiens 
<220> 

<221> SITE 
<222> (3) 

<223> Xaa equals stop translation 

<400> 87 
Met Leu Xaa 
1 



<210> 88 

<211> 13 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (13) 

<223> Xaa equals stop translation 
<400> 88 

Val Leu Leu Leu Pro His Val Leu Ser Gly Gly Leu Xaa 
1 5 10 



<210> 89 

<211> 36 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 

<222> (36) 

<223> Xaa equals stop translation 

<400> 89 

Leu He Val Phe His He He Phe He Pro Trp He Thr Leu Leu Cys 
1 5 10 15 

Val Phe He Gly Val Arg Leu Leu Ala Val Ser Tyr Glu Thr Thr Tyr 
20 25 30 

Tyr He Phe Xaa 
35 



<210> 90 

<211> 20 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> SITE 
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<222> (20) 

<223> Xaa equals stop translation 
<400> 90 

Met Thr Ser Tyr Cys Ser Phe Asp Leu His Phe Ser Asp Asp Asn Tyr 
15 10 15 

Val Glu His Xaa 
20 



<210> 91 

<211> 35 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (35) 

<223> Xaa equals stop translation 
<400> 91 

Met Asn Phe Trp His Ser Cys Tyr Leu Leu Arg Asn Cys Thr Val Cys 
15 10 15 

Phe Leu Cys Ser He Phe Phe Phe Phe Pro Gly Met Arg Met Tyr Leu 
20 25 30 

Ser Ser Xaa 
35 



<210> 92 

<211> 35 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (35) 

<223> Xaa equals stop translation 
<400> 92 

Met Lys Leu Thr Leu Gly Thr Ala Gly Ser Leu Phe Pro Gin Ala Leu 
1 5 10 15 

Tyr He Leu Leu Asp Phe He Trp Val Asn Phe He Asp Gly Ser His 
20 25 30 

Tyr He Xaa 
35 



<210> 93 
<211> 48 
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<212> PRT 

<213> Homo sapiens 

<400> 93 

Met Ala Met Lys lie Cys Gin Trp Ser Phe Val Cys Gly Leu Leu Gly 
15 10 15 

Thr Val Phe Leu Leu Cys Leu Val Leu Phe Tyr Phe Cys Tyr Ser Arg 
20 25 30 

Lys Leu Arg Ala His Leu Lys Thr Lys Lys Lys Lys Lys Lys Lys Lys 
35 40 45 



<210> 94 

<211> 10 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (10) 

<223> Xaa equals stop translation 
<400> 94 

Met Asn Lys lie Lys Lys Trp Leu lie Xaa 
1 5-10 



<210> 95 

<211> 23 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (23) 

<223> Xaa equals stop translation 
<400> 95 

Met Val Arg Leu Ser Ser Leu Gin Thr Leu Leu Cys Pro Asp Ser His 
1 5 10 15 

Leu Gly His Phe He Gin Xaa 
20 



<210> 96 

<211> 21 

<212> PRT 

<213> Homo sapiens 



WO 00/57903 



PCT/US00/07525 



45 



<220> 

<221> SITE 
<222> (21) 

<223> Xaa equals stop translation 
<400> 96 

Met Glu Leu Phe Phe Phe Trp Leu Thr lie Leu Leu Phe Pro Thr Val 
15 10 is 

Phe Asn Asn Cys Xaa 
20 



<210> 97 

<211> 42 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 

<222> (42) 

<223> Xaa equals stop translation 

<400> 97 

Met Gly Asn Val Met Val Thr Phe Ser Arg Leu Ser Cys Leu He Pro 
1 5 10 15 

Ser Ala Ser Ser Leu Leu Cys Leu Asn Ser Cys Thr Gly Cys Leu Val 
20 25 30 

His Val His He Thr Lys Arg Trp Tyr Xaa 
35 40 



<210> 98 

<211> 38 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 

<222> (38) 

<223> Xaa equals stop translation 

<400> 98 

Met Lys Ser Ala Leu Arg Leu Val Leu Leu Phe Ser Phe His Phe Phe 
1 5 io is 

Pro Leu He He Ser Phe Arg Arg Lys Arg Glu Gly Lys Lys Lys Lys 
20 25 30 

Lys He Arg Asp Leu Xaa 
35 
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<210> 99 

<211> 45 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (45) 

<223> Xaa equals stop translation 
<400> 99 

Met Asn His Thr Leu Arg Asn Gin Cys Gly Cys Pro Leu Arg Val Leu 
15 10 15 

Leu Phe Phe Leu Leu Pro Leu Ser Lys lie Arg Tyr Ser Val lie Lys 
20 25 30 

Tyr lie Ser He Lys Val Phe Lys Ser Asp Leu Tyr Xaa 
35 40 45 



<210> 100 

<211> 41 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (41) 

<223> Xaa equals stop translation 
<400> 100 

Met Ser Lys Gly Leu Arg Lys Glu Ser His Val Phe Phe Leu Leu Phe 
15 10 15 

Ser Asn Leu Val He Thr Lys Gin Cys Tyr Gin Cys He Thr Tyr Lys 
20 25 30 

His Phe He He His Phe His Phe Xaa 
35 40 



<210> 101 

<211> 51 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (51) 

<223> Xaa equals stop translation 
<400> 101 

Met Leu Thr Phe Leu Val Trp Gin Ala Glu Leu Val Leu Leu Pro Thr 
15 10 15 
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Leu Pro Phe Pro He Val Thr He Tyr Arg Thr Ser His Cys Cys Leu 
20 25 30 

Leu Cys Val Ala Ser Ala Ser Leu Pro Gly Arg Ser Arg Asn Leu Arg 
35 40 45 

He Ser Xaa 
50 



<210> 102 

<211> 43 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (43) 

<223> Xaa equals stop translation 
<400> 102 

Ala Leu Glu Thr Val Val His Phe He Leu Leu Ser Leu Leu Val Phe 
15 10 15 

Met Tyr Asp Leu Leu He Gly Lys Asn Leu He Met Val Ser Leu Met 
20 25 30 

Thr Asn Gin Phe Val Leu Asn Thr Phe Tyr Xaa 
35 40 



<210> 103 

<211> 18 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (18) 

<223> Xaa equals stop translation 
<400> 103 

Met Val He Thr Val Ala Thr Leu Val Ser Leu Leu He Asp Ala Ser 
15 10 15 

Gly Xaa 



<210> 104 

<211> 7 

<212> PRT 

<213> Homo sapiens 
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Asn Val Gin Lys Ser Gin Ala Phe Leu Tyr Thr Asn Asn Arg Gin Thr 
15 10 15 

Glu Ser Gin lie Met Ser Glu Leu Pro Phe Thr lie Ala Ser Lys Arg 
20 25 30 

lie Lys Tyr Leu Gly lie Gin Leu Thr Arg Asp Val Lys Asp Leu Phe 
35 40 45 

Lys Glu Asn Tyr Lys Pro Leu Leu Lys Glu He Lys Glu Asp Thr Asn 
50 55 60 

Lys Trp Lys Asn He Pro Cys Ser Trp Val Gly Arg He Asn He Val 
65 70 75 80 

Lys Met Ala He Leu Pro Lys Val lie Tyr Arg Phe Asn Ala lie Pro 
85 90 95 

He Lys Leu Pro Met Thr Phe Phe Thr Glu Leu Glu Lys Thr Thr Leu 
100 105 110 

Lys Phe He Trp Asn Gin Lys Arg Ala Arg He Ala Lys Ser He Leu 
115 120 125 

Ser Gin Lys Asn Lys Ala Gly Gly He Thr Leu Pro Asp Phe Lys Leu 
130 135 140 

Tyr Tyr Lys Ala Thr Val Thr Lys Thr Ala Trp Tyr Trp Tyr Gin Asn 
145 150 155 160 

Arg Asp lie Asp Gin Trp Asn Arg Thr Glu Pro Ser Glu lie Met Pro 
165 170 175 

•His lie Tyr Asn Tyr Leu lie Phe Asp Lys Pro Glu Lys Asn Lys Gin 
180 185 190 

Trp Gly Lys Asp Ser Leu Phe Asn Lys Trp Cys Trp Giu Asn Trp Leu 
195 200 205 

Ala lie Cys Arg Lys Leu Lys Leu Asp Pro Phe Leu Thr Pro Tyr Thr 
210 215 220 

Lys He Asn Ser Arg Trp lie Lys Asp Leu Asn Val Arg Pro Lys Thr 
225 230 235 240 

lie Lys Thr Leu Glu Glu Asn Leu Gly lie Thr lie Glu Asp lie Gly 
245 250 255 

Val Gly Lys Asp Phe Met Ser Lys Thr Pro Lys Ala Met Ala Thr Lys 
260 265 270 

Ala Lys lie Asp Lys Trp Asp Leu lie Lys Leu Lys Ser Phe Cys Thr 
275 280 285 



Ala Lys Glu Thr Thr lie Arg Val Asn Arg Gin Pro Thr Thr Trp Glu 
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290 295 300 

Lys He Phe Ala Thr Tyr Ser Ser Asp Lys Gly Leu He Ser Arg He 
305 310 315 320 

Tyr 



<210> 108 
<211> 327 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (7) 

<223> Xaa equals scop translation 
<220> 

<221> SITE 
<222> (53) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (100) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (151) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (175) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (205) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (223) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (286) 

<223> Xaa equals stop translation 



<400> 108 
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Ser Met Tyr Lys Asn Gin Xaa His Phe Tyx Thr Pro lie Thr Ser Lys 
1 5 10 15 

Leu Glu Ser Gin Met Lys Asn Thr lie Leu Phe Thr lie Ala lie Lys 
20 25 30 

Lys Thr Lys Tyr Leu Glu He His Leu Thr Lys Glu Val Lys Asp Leu 
35 40 45 

Tyr Lys Glu Asn Xaa Glu Thr Leu Leu Lys Glu He Thr Asp Asp Thr 
50 55 60 

Asp Lys Trp Lys Asn He Pro Cys Ser Trp He Thr Arg He Asn He 
65 70 75 80 

Val Lys Met Ala lie Leu Leu Lys Ala He Tyr Arg Phe Asn Val He 
85 90 95 

Pro He Lys Xaa Pro Val Ser Phe Phe Thr Glu Leu Glu Lys Thr He 
100 105 110 

Leu Lys Phe He Trp Asn Gin Lys Arg Thr Gin He Thr Lys Ala He 
115 120 ■ 125 

Pro Ser Lys Lys Asn Lys Ala Glu Ala Ser His Tyr Leu Thr Leu Tyr 
130 135 140 

Tyr Thr He Lys Leu Gin Xaa Pro Lys Gin His Gly Thr Gly Thr Lys 
145 150 155 160 

Ala Asp Lys Gin Thr Lys Gly Thr Glu Leu Arg Thr Gin Lys Xaa Ser 
165 170 175 

Cys Thr Pro Thr Ala Thr Cys Ser Leu Thr Lys Ser Thr Lys Asn Arg 
180 185 190 

Gin Trp Gly Lys Asp Ser Leu Phe Ser Lys Trp Cys Xaa Asd Ser Trp 
195 200 205 

Leu Ala He Cys Lys Arg Met Lys Gin Arg Phe He Leu Trp Xaa Lys 
210 215 220 

Asp Pro Tyr Leu Ser Pro Tyr Thr Lys He Asn Ser Arg Trp He Lys 
225 230 235 240 

Tyr Leu Ser Val Arg Pro Gin Thr He Arg He Leu Gin Glu Asn Leu 
245 250 255 

Gly Asn Thr He Leu Asp He Gly Ser Gly Lys Glu Phe Met Thr Lys 
260 265 270 

Cys Leu Lys Ala Thr Ala Thr Lys He Lys He Asp Lys Xaa Asd Leu 
275 280 285 

He Lys Glu Leu Leu His Tyr Lys Arg Asn Phe Gin Trp Ser Lys Gin 
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290 295 300 

Thr Thr Tyr Lys He Glu Lys Met Phe Ala Asn Tyr Ala Ser Asp Lys 
305 310 315 320 

Gly Leu Thr Ser Arg He Tyr 
325 



<210> 109 

<211> 286 

<212> PRT 

<213> Homo sapiens 

<400> 109 

Leu Phe He Glu Arg Gly Arg Kis Glu Thr Thr Trp Ala Val Leu Arg 
1 5 10 15 

Lys Phe Gly Tyr Glu Thr Ser Leu Lys Leu Ser Glu Asp Tyr Leu Tyr 
20 25 30 

Pro Arg He Thr He Pro Val Gly Cys Ser Thr Glu Leu Ser Pro Glu 
35 40 45 

Gly Val Gin Phe Val Ser Ala Leu Phe Glu Lys Tyr Asp Glu Asp Lys 
50 55 60 

Asp Gly Cys Leu Ser Pro Ser Glu Leu Gin Asn Leu Phe Ser Val Cys 
65 70 75 80 

Pro Val Pro Val He Thr Lys Asp Asn He Leu Ala Leu Glu Thr Asn 
85 90 95 

Gin Arg Gly Trp Leu Thr Tyr Asn Gly Tyr Met Ala Tyr Trp Asn Met 
100 105 110 

Thr Thr Leu He Asn Leu Thr Gin Thr Phe Glu Gin Leu Ala Tyr Leu 
115 120 125 

Gly Phe Pro Val Gly Arg Ser Gly Pro Gly Arg Ala Gly Asn Thr Leu 
130 135 140 

Asp Ser He Arg Val Thr Arg Glu Arg Lys Lys Asp Leu Glu Asn His 
145 150 155 160 

Gly Thr Asp Arg Lys Val Phe Gin Cys Leu Val Val Gly Ala Lys Asp 
165 170 175 

Ala Gly Lys Thr Val Phe Met Gin Ser Leu Ala Gly Arg Gly Met Ala 
180 185 190 

Asp Val Ala Gin He Gly Arg Arg His Ser Pro Phe Val lie Asn Arg 
195 200 205 

Val Arg Val Lys Glu Glu Ser Lys Tyr Leu Leu Leu Arg Glu Val Asp 



WO 00/57903 



PCT/US00/07525 



53 



210 215 220 

Val Leu Ser Pro Gin Asp Ala Leu Gly Ser Gly Glu Thr Ser Ala Asp 
225 230 235 240 

Val Val Ala Phe Leu Tyr Asp He Ser Asn Pro Asp Ser Phe Ala Phe 
245 250 255 

Cys Ala Thr Val Tyr Gin Lys Tyr Phe Tyr Arg Thr Lys Thr Pro Cys 
260 265 270 

Val Met He Ala Thr Lys Val Glu Arg Glu Glu Val Asp Gin 
275 280 285 



<210> 110 
<211> 277 
<212> PRT 
<213> Homo sapiens 

<220> 

<221> SITE 
<222> (159) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (160) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<400> 110 

Leu Phe He Gin Arg Gly Arg His Glu Thr Thr Trp Thr He Leu Arg 
1 5 10 15 

Arg Phe Gly Tyr Ser Asp Ala Leu Glu Leu Thr Ala Asp Tyr Leu Ser 
20 25 30 

Pro Leu He His Val Pro Pro Gly Cys Ser Thr Glu Leu Asn His Leu 
35 40 45 

Gly Tyr Gin Phe Val Gin Arg Val Phe Glu Lys His Asp Gin Asp Arg 
50 55 60 

Asp Gly Ala Leu Ser Pro Val Glu Leu Gin Ser Leu Phe Ser Val Phe 
65 70 75 80 

Pro Ala Ala Pro Trp Gly Pro Glu Leu Pro Arg Thr Val Arg Thr Glu 
85 90 95 

Ala Gly Arg Leu Pro Leu His Gly Tyr Leu Cys Gin Trp Thr Leu Val 
100 105 110 

Thr Tyr Leu Asp Val Arg Ser Cys Leu Gly His Leu Gly Tyr Leu Gly 
115 120 125 
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Tyr Pro Thr Leu Cys Glu Gin Asp Gin Ala His Ala lie Thr Val Thr 
130 135 140 

Arg Glu Lys Arg Leu Asp Gin Glu Lys Gly Gin Thr Gin Arg Xaa Xaa 
145 150 155 160 

Leu Leu Cys Lys Val Val Gly Ala Arg Gly Val Gly Lys Ser Ala Phe 
165 170 175 

Leu Gin Ala Phe Leu Gly Arg Gly Leu Gly His Gin Asp Thr Arg Glu 
180 185 190 

Gin Pro Pro Gly Tyr Ala He Asp Thr Val Gin Val Asn Gly Gin Glu 
195 200 205 

Lys Tyr Leu He Leu Cys Glu Val Gly Thr Asp Gly Leu Leu Ala Thr 
210 215 220 

Ser Leu Asp Ala Thr Cys Asp Val Ala Cys Leu Mec Phe Asp Gly Ser 
225 230 235 240 

Asp Pro Lys Ser Phe Ala His Cys Ala Ser Val Tyr Lys His His Tyr 
245 250 255 

Met Asp Gly Gin Thr Pro Cys Leu Phe Val Ser Ser Lys Ala Asp Leu 
260 265 270 

Pro Glu Val Ser Arg 
275 



<210> Hi 
<211> 159 
<212> PRT 
<213> Homo sapiens 

<400> 111 

Met Trp Lys Val Ser Ala Leu Leu Phe Val Leu Gly Ser Ala Ser Leu 
1 5 10 15 

Trp Val Leu Ala Glu Gly Ala Ser Thr Giy Gin Pro Glu Asp Asp Thr 
20 25 30 

Glu Thr Thr Gly Leu Glu Gly Gly Val Ala Met Pro Gly Ala Glu Asp 
35 40 45 

Asp Val Val Thr Pro Gly Thr Ser Glu Asp Arg Tyr Lys Ser Gly Leu 
50 55 60 

Thr Thr Leu Val Ala Thr Ser Val Asn Ser Val Thr Gly He Arg He 
65 70 75 80 

Glu Asp Leu Pro Thr Ser Glu Ser Thr Val His Ala Gin Glu Gin Ser 
85 90 95 
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Pro Ser Ala Thr Ala Ser Asn Val Ala Thr Ser His Ser Thr Glu Lys 
100 105 110 

Val Asp Gly Asp Thr Gin Thr Thr Val Glu Lys Asp Gly Leu Ser Thr 
115 120 125 

Val Thr Leu Val Gly He He Val Gly Val Leu Leu Ala He Gly Phe 
130 135 140 

He Gly Gly He He Val Val Val Met Arg Lys Met Ser Gly Arg 
145 150 155 



<210> 112 
<211> 159 
<212> PRT 

<213> Homo sapiens 
<400> 112 

Met Trp Lys Val Ser Ala Leu Leu Phe Val Leu Gly Ser Ala Ser Leu 
15 10 15 

Trp Val Leu Ala Glu Gly Ala Ser Thr Gly Gin Pro Glu Asp Asp Thr 
20 25 30 

Glu Thr Thr Gly Leu Glu Gly Gly Val Ala Met Pro Gly Ala Glu Asp 
35 40 45 

Asp Val Val Thr Pro Gly Thr Ser Glu Asp Arg Tyr Lys Ser Gly Leu 
50 55-' 60 

Thr Thr Leu Val Ala Thr Ser Val Asn Ser Val Thr Gly lie Arg He 
65 70 75 80 

Glu Asp Leu Pro Thr Ser Glu Ser Thr Val His Ala Gin Glu Gin Ser 
85 90 95 

Pro Ser Ala Thr Ala Ser Asn Val Ala Thr Ser His Ser Thr Glu Lys 
100 105 110 

Val Asp Gly Asp Thr Gin Thr Thr Val Glu Lys Asp Gly Leu Ser Thr 
115 120 125 

Val Thr Leu Val Gly He He Val Gly Val Leu Leu Ala He Gly Phe 
130 135 140 

He Gly Gly He He Val Val Val Met Arg Lys Met Ser Gly Arg 
145 150 155 



<210> 113 
<211> 64 
<212> PRT 

<213> Homo sapiens 
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<400> 113 

Ala Glu Glu Leu Lys Arg Asn Ala Glu Thr Gly Asn Leu Pro His Ser 
15 10 is 

Tyr Arg Leu He Ser Val Val Ser Hie He Gly Ser Thr Ser Ser Ser 
20 25 30 

Gly His Tyr He Ser Asp Val Tyr Asp He Lys Lys Gin Ala Trp Phe 
35 40 45 

Thr Tyr Asn Asp Leu Glu Val Ser Lys He Gin Glu Ala Ser Val Gin 
50 55 60 



<210> 114 
<211> 64 
<212> PRT 

<213> Homo sapiens 
<400> 114 

Ala Glu Glu Leu Lys Arg Asn Ala Glu Thr Gly Asn Leu Pro His Ser 
1 5 io 15 

Tyr Arg Leu lie Ser Val Val Ser His He Gly Ser Thr Ser Ser Ser 
20 25 30 

Gly His Tyr He Ser Asp Val* Tyr Asp He Lys Lys Gin Ala Trp Phe 
35 40 45 

Thr Tyr Asn Asp Leu Glu Val Ser Lys He Gin Glu Ala Ala Val Gin 
50 55 60 



<210> 115 
<211> 287 
<212> PRT 

<213> Homo sapiens 
<400> 115 

Glu Gin Gin Lys Pro Ala Ser - Ser Asp Val Val Leu Pro Ala Thr Met 
1 5 io 15 

Ser Tyr Thr Gly Phe Val Gin Gly Ser Glu Thr Thr Leu Gin Ser Thr 
20 25 30 

Tyr Ser Asp Thr Ser Ala Gin Pro Thr Cys Asp Tyr Gly Tyr Gly Thr 
35 40 ~ 45 

Trp Asn Ser Gly Thr Asn Arg Gly Tyr Glu Gly Tyr Gly Tyr Gly Tyr 
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50 



55 



60 



Gly Tyr Gly Gin Asp Asn Thr Thr Asn Tyr Gly Tyr Gly Met Ala Thr 
65 70 75 80 

Ser His Ser Trp Glu Met Pro Ser Ser Asp Thr Asn Ala Asn Thr Ser 
85 90 95 

Ala Ser Gly Ser Ala Ser Ala Asp Ser Val Leu Ser Arg He Asn Gin 
100 105 HO 

Arg Leu Asp Met Val Pro His Leu Glu Thr Asp Met Met Gin Gly Gly 
115 120 125 

Val Tyr Gly Ser Gly Gly Glu Arg Tyr Asp Ser Tyr Glu Ser Cys Asp 
130 135 140 

Ser Arg Ala Val Leu Ser Glu Arg Asp Leu Tyr Arg Ser Gly Tyr Asp 
145 150 155 160 

Tyr Ser Glu Leu Asp Pro Glu Met Glu Met Ala Tyr Glu Gly Gin Tyr 
165 170 175 

Asp Ala Tyr Arg Asp Gin Phe Arg Met Arg Gly Asn Asp Thr Phe Gly 
180 185 190 

Pro Arg Ala Gin Gly Trp Ala Arg Asp Ala Arg Ser Gly Arg Pro Met 
195 200 205 

Ala Ser Gly Tyr Gly Arg Met Trp Glu Asp Pro Met Gly Ala Arg Gly 
210 '215 220 

Gin Cys Met Ser Gly Ala Ser Arg Leu Pro Ser Leu Phe Ser Gin Asn 
225 230 235 240 

He He Pro Glu Tyr Gly Met Phe Gin Gly Met Arg Gly Gly Gly Ala 
245 250 255 

Phe Pro Gly Gly Ser Arg Phe Gly Phe Gly Phe Gly Asn Gly Met Lys 
260 265 270 



Gin Met Arg Arg Thr Trp Lys Thr Trp Thr Thr Ala Asp Phe Arg 
275 280 285 



<210> 116 
<211> 287 
<212> PRT 
<213> Homo sapiens 

<400> 116 

Glu Gin Gin Lys Pro Ala Ser Ser Asp Val Val Leu Pro Ala Thr Met 
1 5 io is 



Ser Tyr Thr Gly Phe Val Gin Gly Ser Glu Thr Thr Leu Gin Ser Thr 
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20 



25 



30 



Tyr Ser Asp Thr Ser Ala Gin Pro Thr Cys Asp Tyr Gly Tyr Gly Thr 
35 40 45 

Trp Asn Ser Gly Thr Asn Arg Gly Tyr Glu Gly Tyr Gly Tyr Gly Tyr 
50 55 60 

Gly Tyr Gly Gin Asp Asn Thr Thr Asn Tyr Gly Tyr Gly Met Ala Thr 
65 70 75 80 

Ser His Ser Trp Glu Met Pro Ser Ser Asp Thr Asn Ala Asn Thr Ser 
85 90 95 

Ala Ser Gly Ser Ala Ser Ala Asp Ser Val Leu Ser Arg lie Asn Gin 
100 105 110 

Arg Leu Asp Met Val Pro His Leu Glu Thr Asp Met Met Gin Gly Gly 
115 120 125 

Val Tyr Gly Ser Gly Gly Glu Arg Tyr Asp Ser Tyr Glu Ser Cys Asp 
130 135 140 

Ser Arg Ala Val Leu Ser Glu Arg Asp Leu Tyr Arg Ser Gly Tyr Asp 
145 150 155 160 

Tyr Ser Glu Leu Asp Pro Glu Met Glu Met Ala Tyr Giu Gly Gin Tyr 
165 170 175 

Asp Ala Tyr Arg Asp Gin Phe Arg Met Arg Gly Asn Asp Thr Phe Gly 
180 185 190 

Pro Arg Ala Gin Gly Trp Ala Arg Asp Ala Arg Ser Gly Arg Pro Met 
195 200 205 

Ala Ser Gly Tyr Gly Arg Met Trp Glu Asp Pro Met Gly Ala Arg Gly 
210 215 220 

Gin Cys Met Ser Gly Ala Ser Arg Leu Pro Ser Leu Phe Ser Gin Asn 
225 230 235 240 

He He Pro Glu Tyr Gly Met Phe Gin Gly Met Arg Gly Gly Gly Ala 
245 250 255 

Phe Pro Gly Gly Ser Arg Phe Gly Phe Gly Phe Gly Asn Gly Met Lys 
260 265 270 



Gin Met Arg Arg Thr Trp Lys Thr Trp Thr Thr Ala Asp Phe Arg 
275 280 285 



<210> 117 

<211> 56 

<212> PRT 

<213> Homo sapiens 
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<400> 117 

Thr Pro Val Phe Ser Lys Ala Arg Tyr Thr Val Arg Ser Phe Gly lie 
15 10 15 

Arg Arg Asn Glu Lys He Ala Val His Cys Thr Val Arg Gly Ala Lys 
20 25 30 

Ala Glu Glu He Leu Glu Lys Gly Leu Lys Val Arg Glu Tyr Glu Leu 
35 40 45 

Arg Lys Asn Asn Phe Ser Asp Thr 
50 55 



<210> 118 

<211> 62 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (50) 

<223> Xaa equals stop translation 
<400> 118 

Thr Pro Cys Tyr Pro Leu Pro Ala Ala Arg Tyr Thr Val Arg Ser Phe 
1 5 10 15 

Gly He Arg Arg Asn Glu Lys Xle Ala Val His Cys Thr Val Arg Gly 
20 25 30 

Ala Lys Ala Glu Glu He Leu Glu Lys Gly Leu Lys Val Ser Leu lie 
35 40 45 

Pro Xaa Trp Ser Asp He Asp Gin His Ser Phe Ser Asn Thr 
50 55 60 



<210> 119 
<211> 281 
<212> PRT 

<213> Homo sapiens 
<400> 119 

Ala Glu Asp Gly Pro Glu Val Leu Asp Glu Glu Gly Thr Gin Glu Asp 
1 5 10 15 

Leu Glu Tyr Lys Leu Lys Gly Leu He Asp Leu Thr Leu Asp Lys Ser 
20 25 30 

Ala Lys Thr Arg Gin Ala Ala Leu Glu Gly Val Lys Asn Ala Leu Ser 
35 40 45 

Ser Lys Val Leu Tyr Glu Phe Val Leu Glu Arg Arg Met Thr Leu Thr 
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50 55 60 

Asp Ser He Glu Arg Cys Leu Lys Lys Gly Lys Ser Asp Glu Gin Arg 
65 70 75 80 

Ala Ala Ala Ala Val Ala Ser Val Leu Cys He Gin Leu Gly Pro Gly 
85 90 95 

Phe Glu Ser Glu Glu He Leu Lys Thr Leu Gly Pro He Leu Lys Lys 
100 105 110 

He He Cys Asp Gly Ala Ala Ser He Gin Ala Arg Gin Thr Cys Ala 
115 120 125 

Thr Cys Phe Gly Val Cys Cys Phe He Ala Thr Asp Asp He Thr Glu 
130 135 140 

Leu Tyr Ser Thr Leu Glu Cys Phe Glu Asn He Phe Thr Lys Ser Tyr 
145 150 155 160 

Leu Lys Glu Lys Asp Thr Asn Val Thr Cys Ser Thr Pro Asn Thr Val 
165 170 175 

Leu His He Ser Ser Leu Leu Ala Trp Thr Leu Leu Leu Thr He Cys 
180 185 190 

Pro He Asn Glu Val Lys Lys Lys Leu Glu Leu His Phe His Lys Leu 
195 200 205 

Pro Ser Leu Leu Ser Cys Asp Asp Val Asn Met Arg lie Ala Ala Gly 
210 215 220 

Glu Ser Leu Ala Leu Leu Phe Glu Leu Ala Arg Gly Met Glu Ser Asp 
225 230 235 240 

Phe Phe Tyr Glu Asp Met Asp Ser Leu Thr Gin Met Leu Arg Ala Leu 
245 250 255 

Ala Thr Asp Gly Asn Lys His Arg Ala Lys Val Asp Lys Arg Lys Gin 
260 265 270 

Arg Ser Val Phe Arg Asp Val Leu Arg 
275 280 



<210> 120 
<211> 281 
<212> PRT 
<213> Homo sapiens 

<400> 120 

Ser Glu Asp Gly Pro Glu Val Leu Asp Glu Glu Gly Thr Gin Glu Asp 
1 5 10 15 

Leu Glu Tyr Lys Leu Lys Gly Leu He Asp Leu Thr Leu Asp Lys Ser 
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20 



25 



30 



Ala Lys Thr Arg Gin Ala Ala Leu Glu Gly He Lys Asn Ala Leu Ala 
35 40 45 

Ser Lys Met Leu Tyr Glu Phe He Leu Glu Arg Arg Met Thr Leu Thr 
50 55 60 

Asp Ser He Glu Arg Cys Leu Lys Lys Gly Lys Ser Asp Glu Gin Arg 
65 70 75 80 

Ala Ala Ala Ala Leu Ala Ser Val Leu Cys He Gin Leu Gly Pro Gly 
85 90 95 

He Glu Ser Glu Glu lie Leu Lys Thr Leu Gly Pro He Leu Lys Lys 
100 105 110 

lie lie Cys Asp Gly Ser Ala Ser Met Gin Ala Arg Gin Thr Cys Ala 
115 120 125 

Thr Cys Phe Gly Val Cys Cys Phe lie Ala Thr Asp Asp lie Thr Glu 
130 135 140 

Leu Tyr Ser Thr Leu Glu Cys Leu Glu Asn He Phe Thr Lys Ser Tyr 
145 150 155 160 

Leu Lys Glu Lys Asp Thr Thr Val lie Cys Ser Thr Pro Asn Thr Val 
165 170 175 

Leu His He Ser Ser Leu Leu Ala Trp Thr Leu Leu Leu Thr He Cys 
180 185 190 

Pro lie Asn Glu Val Lys Lys Lys Leu Glu Met His Phe His Lys Leu 
195 200 205 

Pro Ser Leu Leu Ser Cys Asp Asp Val Asn Met Arg He Ala Ala Gly 
210 215 220 

Glu Ser Leu Ala Leu Leu Phe Glu Leu Ala Arg Gly lie Glu Ser Asp 
225 230 235 240 

Phe Phe Tyr Glu Asp Met Glu Ser Leu Thr Gin Met Leu Arg Ala Leu 
245 250 255 

Ala Thr Asp Gly Asn Lys His Arg Ala Lys Val Asp Lys Arg Lys Gin 
260 265 270 



Arg Ser Val Phe Arg Asp Val Leu Arg 
275 280 



<210> 121 

<211> 74 

<212> PRT 

<213> Homo sapiens 
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<400> 121 

Phe Arg Asp Val Leu Arg Ala Val 
1 5 

Thr Val Lys Phe Gly Pro Glu Arg 
20 

Lys His Thr Tyr Asp Thr Phe Lys 

35 40 

Tyr His Leu Gin Thr Asn Glu Phe 
50 55 

Pro Pro Val Met Leu Asp Ala Ala 
65 70 



Glu Glu Arg Asp Phe Pro Thr Glu 
10 15 

Met Tyr He Asp Ser Trp Val Lys 
25 30 

Glu Val Leu Gly Ser Gly Met Gin 
45 

Leu Arg Asn Val Phe Glu Leu Gly 
60 

Thr Leu 



<210> 122 
<211> 74 
<212> PRT 

<213> Homo sapiens 
<400> 122 

Phe Gin Arg Cys Pro Glu Ala Val Glu Glu Arg Asp Phe Pro Thr Glu 
15 10 15 

Thr He Lys Phe Gly Pro Glu Arg Met Tyr He Asp Cys Trp Val Lys 
20 25 30 

Lys His Thr Tyr Asp Thr Phe Lys Glu Val Leu Gly Ser Gly Met Gin 
35 40 45 

Tyr His Leu Gin Ser Asn Glu Phe Leu Arg Asn Val Phe Glu Leu Gly 
50 55 60 

Pro Pro Val Met Leu Asp Ala Ala Arg Leu 
65 70 



<210> 123 
<211> 40 
<212> PRT 

<213> Homo sapiens 
<400> 123 

Thr Leu Lys Thr Met Lys He Ser Arg Phe Glu Arg His Leu Tyr Asn 
1 5 10 15 

Ser Ala Ala Phe Lys Ala Arg Thr Lys Ala Arg Ser Lys Cys Arg Asp 
20 25 30 



Lys Arg Ala Asp Val Gly Glu Phe 
35 40 
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<210> 124 

<211> 39 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (5) 

<223> Xaa equals stop translation 
<400> 124 

Thr Leu Lys Arg Xaa Arg Phe Ser Phe Glu Arg His Leu Tyr Asn Ser 
15 10 15 

Ala Ala Phe Lys Ala Arg Thr Lys Ala Arg Ser Lys Cys Arg Asp Lys 
20 25 30 

Arg Ala Asp Val Gly Glu Phe 
35 



<210> 125 

<211> 92 

<212> PRT 

<213> Homo sapiens 

<400> 125 

Lys Trp Ala Lys Asp Met Asn Arg His Phe Ser Lys Glu Asp He Tyr 
1 5-10 15 

Ala Ala Lys Lys His Met Lys Lys Cys Ser Pro Ser Leu Ala He Arg 
20 25 30 

Glu Met Gin He Lys Thr Thr Met Arg Tyr His Leu Thr Pro Val Arg 
35 40 45 

Met Ala He He Lys Lys Ser Gly Asn Asn Arg Cys Trp Arg Gly Cys 
50 55 60 

Gly Glu He Gly Thr Leu Leu His Cys Trp Trp Asn Cys Lys Leu Val 
65 70 75 80 

Gin Pro Leu Trp Lys Ser Val Trp Arg Phe Leu Arg 
85 90 



<210> 126 

<211> 90 

<212> PRT 

<213> Homo sapiens 

<400> 126 

Lys Val Gly Lys Asn Arg Asn Arg His Phe Ser Lys Glu Glu He Gin 
15 10 15 
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lie Ala Lys Lys Asp Lys Lys Arg 
20 

Lys Met Gin Met Lys Thr Thr Arg 
35 40 

Trp Lys Gin Lys Val Arg Glu Lys 
50 55 

Asn Gin Asn Ser Gin "Gly Cys Arg 
65 70 

Leu Gly Lys Ala Gly Trp Arg Leu 
85 



Cys Ser Thr Leu Ser Val He Met 
25 30 

His Cys Phe Thr Pro Asn Met Gly 
45 

Gin Val Met Ala Lys Met Trp Arg 
60 

Lys Gly Arg Glu Met Val Gin Thr 
75 80 

Leu Lys 
90 



<210> 127 
<211> 203 
<212> PRT 
<213> Homo sapiens 

<400> 127 

Ser Gin Val Val Asn Ala Lys Glu Lys Phe Leu Lys Glu He Lys Ser 
1 5 io 15 " * 

Ala Thr Pro Val Asn Thr Arg Met He Arg Lys Gin Asn Ser Leu lie 
20 25 30 

Ala Asp Met Glu Lys Val Leu Val Val Trp He Glu Asp Gin Thr Ser 
35 40 45 

His Asn He Pro Leu Ser Gin Ser Leu He Gin Ser Lys Ala Leu Thr 
50 55 60 

Leu Phe Asn Ser Met Lys Ala Glu Arg Gly Glu Glu Ala Ala Glu Glu 
65 70 75 so 

Lys Leu Glu Ala Ser Arg Gly Trp Phe Met Arg Phe Lys Glu Arg Ser 
85 90 95 

His Leu His Asn He Lys Val Gin Gly Glu Ala Ala Ser Ala Asp Val' 
100 105 no 

Glu Ala Ala Ala Ser Tyr Pro Glu Asp Leu Ala Lys He lie Aso Glu 
115 120 125 

Gly Gly Tyr Thr Lys Gin Gin He Phe Asn Val Asp Glu Thr Ala Phe 
130 135 140 

Tyr Trp Lys Lys Met Pro Ser Arg Thr Phe He Ala Arg Glu Glu Lys 
145 150 155 160 

Ser Met Pro Gly Phe Lys Ala Ser Lys Asp Arg Leu Thr Leu Leu Leu 
165 170 175 
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Gly Ala Asn Ala Ala Gly Asp Phe 
180 

His Ser Glu Asn Pro Arg Ala Leu 
195 200 



Lys Leu Lys Pro Met Leu lie Tyr 
185 190 

Lys Asn Tyr 



<210> 128 
<211> 198 
<212> PRT 
<213> Homo sapiens 

<220> 

<221> SITE 
<222> (11) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (24) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (25) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (82) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (126) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (138) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (141) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
<222> (143) 

<223> Xaa equals any of the naturally occurring L-amino acids 
<220> 

<221> SITE 
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<222> (151) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (168) 

<223> Xaa equals stop translation 
<400> 128 

Ser Gin Val Val Asn Ala Met Lys Ser Ser Xaa Arg Lys Leu Lys Val 
1 5 io 15 

Leu Leu His Arg Thr His Glu Xaa Xaa Gly Lys His Leu He Ser Asp 
20 25 30 

He Glu Arg Val Leu Met Val Trp He Glu Asp Gin He Ser His Asn 
35 40 45 

Val Ser Leu Ser Arg Ser Gin Ser Lys Ala Leu Thr Leu Phe Asn Ser 
50 55 60 

Leu Lys Ala Glu Thr Gly Glu Gly Ala Ala Ala Lys Lys Leu Glu Ala 
65 70 75 80 

Ser Xaa Gly Trp Phe Met Arg Phe Lys Lys Arg Ser Tyr Leu Arg Asn 
85 90 95 

He Lys Val Leu Asp Glu Ala Ala Ser Ala Asp Val Glu Ala Ala Val 
100 105 no 

Ser Tyr Pro Glu Asp Leu Ala Gly He He Asp Lys Ala Xaa Tyr Thr 
115 120 125 

Lys Gin His He Phe Thr Val Asn Gin Xaa Ala He Xaa Glu Xaa Arg 
130 135 140 

Cys Cys Leu Gly Leu Ser Xaa Leu Glu Ser Thr Arg His Arg Leu Phe 
145 150 155 leo 

Leu Lys Leu Glu Arg Thr Ser Xaa Pro Leu Val Gly Ala Asn Ala Ala 
165 170 175 

Ser Asp Thr Lys Leu Lys Leu Val Leu He Phe Pro Ser Gin Asn Pro 
18° 185 190 

Thr Ala Leu Gin Asn Tyr 
195 



<210> 129 
<211> 211 
<212> PRT 
<213> Homo sapiens 



<400> 129 
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Pro lie Ala Ser Trp Gly Val Pro Tyr Asp Gin Leu Thr Glu Glu Glu 
15 10 15 

Lys Thr Arg Ala Trp Phe Thr Asp Gly Ser Ala Arg Tyr Ala Gly Thr 
20 25 " 30 

Thr Gin Lys Trp Thr Ala Ala Ala Leu Gin Pro Leu Ser Gly Thr Thr 
35 40 45 

Leu Lys Asp Thr Gly Glu Arg Lys Ser Ser Gin Trp Ala Glu Leu Arg 
50 55 60 

Ala Val His Met Val Leu Gin Phe Val Cys Lys Lys Lys Trp Pro Asp 
65 70 75 80 

Val Arg Leu Phe Thr Asp Ser Trp Ala Val Ala Asn Gly Leu Ala Gly 
85 90 95 

Trp Ser Gly Thr Trp Lys Asp His Asn Trp Lys lie Gly Glu Lys Asp 
100 105 HO 

He Trp Gly Arg Ser Met Trp He Asp He Ser Lys Trp Ala Lys Asp 
H5 120 125 

Val Lys He Phe Val Ser His Val Asn Ala His Gin Lys Val Thr Ser 
130 135 140 

Ala Glu Glu Glu Phe Asn Asn Gin Val Asp Lys Met Thr Arg Ser Val 
i45 150 155 ~ 160 

Asp Ser Gin Thr Leu Ser Pro Ala He Pro Val He Ala Gin Trp Ala 
165 170 175 

His Glu Gin Ser Gly His Gly Gly Arg Asp Gly Gly Tyr Pro TrD Ala 
180 185 190 

Gin Gin His Gly Leu Pro Leu Thr Lys Ala Asp Leu Ala Thr Ala Ala 
195 200 205 

Ala Asp Cys 
210 



<210> 130 
<211> 195 
<212> PRT 
<213> Homo sapiens 

<220> 

<221> SITE 
<222> (15) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
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<222> (24) 

<223> Xaa equals stop translation 
<220> 

<221> SI^E 
<222> (28) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (34) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (78) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (96) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (104) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (113) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (168) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (177) 

<223> Xaa equals stop translation 



<400> 130 

Pro Met Ala Pro Trp Gly Phe Leu His Arg Gin Leu Thr Glu Xaa Lys 
1 5 io 15 

Arg Ser Arg Lys Arg Ala Leu Xaa Gly Leu Gly Xaa His Asp Met Leu 
20 25 30 

Ala Xaa Ala Lys Lys Met Asp Trp Cys Cys Thr Lys Asp Thr Pro Lys 
35 40 45 

lie Thr Leu Gly Ala Asn Ser Ser Pro Val Val lie Cys Phe Val Ser 
50 55 60 
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Gly Glu Lys Arg Pro Lys Val Arg lie Tyr Thr Asp Phe Xaa Val Val 
65 70 75 80 

Glu Asn Gly Leu Val Ala Trp Ser Arg Ala Ser Arg Glu Gin His Xaa 
85 90 95 

Arg lie Glu Thr Lys His Val Xaa Gly Arg Gly Met Trp Leu Glu Leu 
100 105 HO 

Xaa Glu Trp Ala His Asn Val Leu He Phe Val Ser His Thr Arg Ala 
115 120 125 

His Gin Arg Ala Arg Val Ala Glu Glu Ala Leu Asn Lys His Met Asp 
130 135 140 

Arg Met Thr Gly Leu Met Asn Ala Cys Gin Pro Leu Ser Ser Ala He 
145 150 155 160 

Ser He Leu Thr Lys Gly Pro Xaa Met Asn Gly Leu Val Val Met Ala 
165 170 175 

Xaa Asn Asp Gly Leu Ser Leu Ser Lys Ala Asp Leu Ala Thr Thr Thr 
180 185 190 



Thr Glu Cys 
195 



<210> 131 

<211> 96 

<212> PRT 

<213> Homo sapiens 

<400> 131 

Lys Lys Thr Asn Asn Pro He Lys Lys Trp Ala Lys Asp Met Asn Arg 
1 5 io 15 

His Phe Ser Lys Glu Asp lie Tyr Ala Ala Lys Lys His Met Lys Lys 
20 25 30 

Cys Ser Pro Ser Leu Ala He Arg Glu Met Gin lie Lys Thr Thr Met 
35 40 45 

Arg Tyr His Leu Thr Pro Val Arg Met Ala lie lie Lys Lys Ser Gly 
50 55 60 

Asn Asn Arg Cys Trp Arg Gly Cys Gly Glu lie Gly Thr Leu Leu His 
65 70 75 80 

Cys Trp Trp Asn Cys Lys Leu Val Gin Pro Leu Trp Lys Ser Val Trp 
85 90 * 95 
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<210> 132 

<211> 97 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (21) 

<223> Xaa equals stop translation 
<400> 132 

Glu Lys Ser Asn His Pro Pro Ala Asp Pro Thr Ser Asn Thr Gly Ser 
1 5 10 15 

Tyr Asn Ser Thr Xaa Asp Leu Val Gly Thr Gin He Gin Thr He Ser 
20 25 30 

Val Leu Asn He He He He Arg Glu Met Gin He Lys Thr Thr lie 
35 40 45 

Arg Cys His Leu Thr Leu Val Gin Met Ala Phe He Gin Lys Thr Gly 
50 55 60 

Asn Asn Lys Cys Trp Gin Glu Cys Gly Glu Lys Gly Thr Leu He His 
65 70 75 80 

He Ser Trp Trp Lys Ser Lys Ser Val Gin Pro Leu Trp Lys Thr Val 
85 90 95 

Trp 



<210> 133 

<211> 59 

<212> PRT 

<213> Homo sapiens 

<400> 133 

Trp Asp Tyr Arg His Val Pro Pro Arg Gin Val His Phe Val Phe Ser 
1 5 10 15 

Val Glu Thr Gly Phe His Arg Ala Gly Gin Ala Gly Leu Glu Leu Leu 
20 25 30 

Thr Ser Ser Val Pro Pro Thr Ser Ala Phe Pro Lys Cys Trp Asp Tyr 
35 40 45 

Arg Arg Asp Asp Gin Ala Trp Pro Thr Leu Ser 
50 55 



<210> 134 
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<211> 59 

<212> PRT 

<213> Homo sapiens 

<220> 

<221> SITE 
<222> (26) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (34) 

<223> Xaa equals stop translation 
<400> 134 

Trp Asp Tyr Arg His Met Pro Pro Leu Arg Leu He Phe Val Phe Ser 
1 5 io is 

Val Glu Thr Gly Ser His His Ala Ala Xaa Ala Asp Leu Glu Leu Leu 
20 25 30 

Ser Xaa Thr Asp Pro Pro Ala Ser Ala Ser Gin Asn Thr Arg Thr Thr 
35 40 45 

Gly Val Ser His Arg Ala Trp Pro Ser Leu Ala 
50 55 



<210> 135 
<211> 26 
<212> PRT 

<213> Homo sapiens 
<400> 135 

Asp Arg Leu Ser Leu Leu Ser Pro Arg Leu Glu Cys Asn Gly Met He 
15 10 15 

Leu Ala His Cys Lys Leu Arg Leu Pro Gly 
20 25 



<210> 136 

<211> 26 

<212> PRT 

<213> Homo sapiens 

<400> 136 

Asp Arg He Ser Leu Leu Ser Pro Arg Leu Glu Cys Asn Gly Val He 
1 5 io 15 

Leu Ala Asn Tyr Asn Leu Arg Leu Pro Gly 
20 25 



<210> 137 
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<211> 34 
<212> PRT 

<213> Homo sapiens 
<400> 137 

Ala His Cys Asn Leu Cys Leu Pro Gly Ser Ser Asn Ser Pro Ala Ser 

Ala Ser Arg Val Ala Gly Thr Ala Gly Thr Cys Arg Arg Ala Gin Leu 
20 25 30 

He Phe 



<210> 138 
<211> 34 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> SITE 
<222> (3) 

<223> Xaa equals stop translation 
<400> 138 

Ala His Xaa Asn Leu Tyr Leu Pro Gly Ser Ser Asn Pro Leu Thr Ser 
1 5 io 15 

Ala Ser Gin Val Ala Gly Thr Thr Gly Thr Cys His Gin Thr Arg Leu 
20 25 30 

He Phe 



<210> 139 
<211> 18 
<212> PRT 

<213> Homo sapiens 
<400> 139 



Glu Thr Gin Ser His Ser Val Thr Arg Leu Glu Cys Ser Gly Thr He 
1 5 io is 



Ser Ala 



<210> 140 

<211> 18 

<212> PRT 

<213> Homo sapiens 



<400> 140 
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Glu Thr Gly Ser His Ser Val Ala Gin Val Glu Cys Ser Gly Ala Ser 
1 5 io 15 

Ser Ser 



<210> 141 

<211> 100 

<212> PRT 

<213> Homo sapiens 

<400> 141 

Gly Asp Arg Leu Thr Gly lie Pro Ser His He Leu Asn Ser Ser Pro 
15 10 is 

Ser Asp Arg Gin He Asn Gin Leu Ala Gin Arg Leu Gly Pro Glu Trp 
20 25 " 30 

Glu Pro Met Val Leu Ser Leu Gly Leu Ser Gin Thr Asp He Tyr Arg 
35 40 45 

Cys Lys Ala Asn His Pro His Asn Val Gin Ser Gin Val Val Glu Ala 
50 55 60 

Phe He Arg Trp Arg Gin Arg Phe Gly Lys Gin Ala Thr Phe Gin Ser 
65 70 75 80 

Leu His Asn Gly Leu Arg Ala Val Glu Val Asp Pro Ser Leu Leu Leu 
85 90 95 

His Met Leu Glu 
100 



<210> 142 
<211> 100 
<212> PRT 
<213> Homo sapiens 

<400> 142 

Gly Asp Arg Leu Thr Gly lie Pro Ser His He Leu Asn Ser Ser Pro 
15 10 15 

Ser Asp Arg Gin He Asn Gin Leu Ala Gin Arg Leu Gly Pro Glu Trp 
20 25 30 

Glu Pro Met Val Leu Ser Leu Gly Leu Ser Gin Thr Asp He Tyr Arg 
35 40 45 

Cys Lys Ala Asn His Pro His Asn Val Gin Ser Gin Val Val Glu Ala 
50 55 60 

Phe lie Arg Trp Arg Gin Arg Phe Gly Lys Gin Ala Thr Phe Gin Ser 
65 70 75 80 
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Leu His Asn Gly Leu Arg Ala Val Glu Val Asp Pro Ser Leu Leu Leu 
85 90 95 

His Met Leu Glu 
100 



<210> 143 
<211> 448 
<212> PRT 
<213> Homo sapiens 

<400> 143 

Ser Met Asp Phe Asp Asp Thr Trp His Pro Ala Thr His Pro Ser Gly 
1 5 10 15 

Ala Val Leu Pro Val Leu Thr Ala Leu Ser Glu Ala Leu Pro Gin He 
20 25 30 

Pro Lys Phe Ser Gly Leu Asp Leu Leu Leu Ala Phe Asn Val Gly He 
35 40 45 

Glu Val Gin Gly Arg Leu Met His Phe Ser Lys Glu Ala Lys Asp He 
50 55 60 

Pro Lys Arg Phe His Pro Pro Ser Val Val Gly Thr Leu Gly Ser Ala 
65 70 75 80 

Ala Ala Ala Ser Lys Phe Leu *Gly Leu Ser Leu Thr Lys Cys Arg Glu 
85 90 95 

Ala Leu Ala He Ala Val Ser His Ala Gly Ala Pro He Ala Asn Ala 
100 105 110 

Ala Thr Gin Thr Lys Pro Leu His He Gly Asn Ala Ala Lys His Gly 
115 120 125 

Met Glu Ala Thr Phe Leu Ala Met Leu Gly Leu Gin Gly Asn Lys Gin 
130 135 140 

He Leu Asp Leu Gly Ser Gly Phe Gly Ala Phe Tyr Ala Asn Tyr Ser 
145 150 155 160 

Pro Glu Asp Leu Pro Ser Leu Asp Ser His He Trp Leu Leu Asp Gin 
165 170 175 

Gin Asp Val Ala Phe Lys Ser Phe Pro Ala His Leu Ala Thr His Trp 
180 185 190 

Val Ala Asp Ala Ala Ala Ala Val Arg Lys His Leu Val Thr Pro Glu 
195 200 205 

Arg Ala Leu Phe Pro Ala Asp His He Glu Arg He Val Leu Arg He 
210 215 220 
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Pro Asp Val Gin Tyr Val Asn Arg Pro Phe Pro Asp Ser Glu His Glu 
225 230 235 240 

Ala Arg His Ser Phe Gin Tyr Val Ala Cys Ala Ser Leu Leu Asp Gly 
245 250 255 

Ser He Thr Val Pro Ser Phe His Ser Gin Gin Val Asn Arg Pro Gin 
260 265 270 

Val Arg Glu Leu Leu Lys Lys Val Lys Leu Glu His Pro Pro Asp Asn 
275 280 285 

Pro Pro Ser Phe Asp Thr Leu Tyr Cys Glu He Ser He Thr Leu Lys 
290 295 300 

Asp Gly Thr Thr Phe Thr Glu Arg Ser Asp Thr Phe Tyr Gly His Trp 
305 310 315 ^ "* 320 

Arg Lys Pro Leu Ser Gin Glu Asp Leu Arg Asn Lys Phe Arg Ala Asn 
325 330 335 

Ala Ser Lys Met Leu Cys Arg Asp Thr Val Glu Ser Leu He Thr Val 
340 345 350 

Val Glu Lys Leu Glu Asp Leu Glu Asp Cys Ser Val Leu Thr Arg Leu 
355 360 365 

Leu Lys Asp Pro Leu Ser Lys Met Lys Leu Gin Asn Tyr Pro Ala Cys 
370 375 380 

Pro His Ser lie Thr Gin Arg Cys Pro Gly Leu Pro He Ser Lys Arg 
385 390 395 400 

Ala Leu Ala Leu Glu Glu He His Cys Phe Gly Phe Leu Leu His Leu 
405 410 415 

Pro Ser Asn Glu Leu Ser Lys Vai Glu Ser Pro Glu Thr Glu Thr Ser 
420 .425 430 



Val Tyr Gly Lys Arg Leu Val Tyr Asn Leu He Lys Thr Ser Pro Thr 
435 440 445 



<210> 144 
<211> 451 
<212> PRT 
<213> Homo sapiens 

<220> 

<221> SITE 
<222> (358) 
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<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (364) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (383) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (384) 

<223> Xaa equals stop translation 
<220> 

<221> SITE 
<222> (397) 

<223> Xaa equals stop translation 
<400> 144 

Ser Met Asp Phe Asp Asp Thr Trp His Pro Ala Thr His Pro Ser Gly 
1 5 10 15 

Ala Val Leu Pro Val Leu Thr Ala Leu Ala Glu Ala Leu Pro Arg Ser 
20 25 30 

Pro Lys Phe Ser Gly Leu Asp Leu Leu Leu Ala Phe Asn Val Gly He 
35 40 45 

Glu Val Gin Gly Arg Leu Leu His Phe Ala Lys Glu Ala Asn Asp Met 
50 55 60 

Pro Lys Arg Phe His Pro Pro Ser Val Val Gly Thr Leu Gly Ser Ala 
65 70 75 80 

Ala Ala Ala Ser Lys Phe Leu Gly Leu Ser Ser Thr Lys Cys Arg Glu 
85 90 ^ 95 

Ala Leu Ala He Ala Val Ser His Ala Gly Ala Pro Met Ala Asn Ala 
100 105 HO 

Ala Thr Gin Thr Lys Pro Leu His He Gly Asn Ala Ala Lys His Gly 
H5 120 125 

He Glu Ala Ala Phe Leu Ala Met Leu Gly Leu Gin Gly Asn Lys Gin 
130 135 140 

Val Leu Asp Leu Glu Ala Gly Phe Gly Ala Phe Tyr Ala Asn Tyr Ser 
145 150 155 160 

Pro Lys Val Leu Pro Ser He Ala Ser Tyr Ser Trp Leu Leu Asp Gin 
165 170 175 
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Gin Asp Val Ala Phe Lys Arg Phe Pro Ala His Leu Ser Thr His Trp 
180 185 190 

Val Ala Asp Ala Ala Ala Ser Val Arg Lys His Leu Val Pro Glu Arg 
195 200 205 

Ala Leu Leu Pro Thr Asp Tyr lie Lys Arg He Val Leu Arg He Pro 
210 215 220 

Asn Val Gin Tyr Val Asn Arg Pro Phe Pro Val Ser Glu His Glu Ala 
225 230 235 240 

Arg His Ser Phe Gin Tyr Val Ala Cys Ala Met Leu Leu Asp Gly Gly 
245 250 255 

He Thr Val Pro Ser Phe His Glu Cys Gin He Asn Arg Pro Gin Val 
260 265 270 

Arg Glu Leu Leu Ser Lys Val Glu Leu Glu Tyr Pro Pro Asp Asn Leu 
275 280 285 

Pro Ser Phe Asn He Leu Tyr Cys Glu He Ser Val Thr Leu Lys Asp 
290 295 300 

Gly Ala Thr Phe Thr Asp Arg Ser Asp Thr Phe Tyr Gly His Trp Arg 
305 310 315 320 

Lys Pro Leu Ser Gin Glu Asp Leu Glu Glu Lys Phe Arg Ala Asn Ala 
325 330 335 

Ser Lys Met Leu Ser Trp Asp Thr Val Glu Ser Leu He Lys He Val 
340 345 350 

Lys Asn Leu Glu Asp Xaa Lys Thr Val Leu Cys Xaa Leu His Phe Ser 
355 360 365 

Lys Asp Leu Ser Thr Arg Gly Ser Phe Lys Leu Ser Ser Met Xaa Xaa 
370 375 380 

Phe Tyr His Lys Ser Leu Leu Arg Leu Thr Asn He Xaa Met Thr Leu 
385 390 395 400 

His Leu Gly Arg Phe Asn Asp Leu Val Cys Lys Ala Arg Val Cys Cys 
405 410 415 

Leu Val Phe Pro Gly Lys Met Asn Lys Asp Gly Glu Ser Pro Glu Thr 
420 425 430 

Glu Leu His He Ser Gly Arg Ser Leu Leu Leu Lys lie Leu Gin Asp 
435 440 445 



Ser Ser Thr 
450 
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